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FUNCTIONAL SITES 

This application claims benefit under 35 U-S.C. § 1 19(e) of U-S. 
provisional application nos. 60/387*910 and 60/387,887, both filed on June 13, 
2002, each of which is incorporated by reference herein in its entirety. 

5 FIELD OF THE INVENTION 

The invention relates generally to functional sites identified within the 
genome and their use in the diagnosis and treatment of diseases, including 
immuno-compromised disorders, neurological disorders, genetic disorders, 
cancers and infectious diseases. 

10 BACKGROUND OF THE INVENTION 

Despite great advances in sequencing the human genome, the 
regulation of human genes Is poorly understood. It has been known for many 
years that most DNA does not encode structural genes and most DNA 
transcription creates RNA that never leaves the nucleus. However, relatively little 

15 is known about the function of non-coding genomic DNA. Although a large number 
of such DNA sequence appears to be involved in gene regulation, details of the 
regulatory DNA sequences and their locations remain mostly unknown. This 
unfortunate situation may be a natural result of an emphasis on protein encoding 
genes and the search for sequences defined by open coding regions. 

20 GENE REGULATION 

Understanding the human genome will require comprehensive 
identification of DNA elements that are functional in vivo, A major class of such 
sequences are those which have a role in regulating genomic activity. 

Regulatory factors interact with chromatin in a site-specific fash ion to 

25 bring the genome to life. All genes are controlled at multiple levels through the 
interaction of regulatory factors with gene-proximal or, in some caseg, distant c/s- 
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regulatory sites. The nucleoprotein complexes formed by such interactions may 
be tissue or developmental stage-specific, or they may be constitutive, depending 
on the regulatory requirements of their cognate gene. While our knowledge of the 
patterns of gene expression in diverse tissues and under a wide-ranging set of 
5 conditions has grown substantially in recent years, this growth has not been 
paralleled by a comparable increase in our knowledge of regulatory factors that 
control specific genes affecting specific cellular or disease processes. 
CONTROL OF GENE EXPRESSION IN VIVO 
The basic chromatin fiber consists of an array of nucleosomes, each 

10 packaging around 200 base pairs of DNA; 146 is wound around the histone 

octamer, with the remainder forming a link to the next nucleosome. In eukaryotic 
cells, all genomic DNA in the nucleus is packaged into chromatin, the architecture 
of which plays a central role in regulating gene expression (for reviews see 
Felsenfeld and Groudine 2003; Felsenfeld, 1992; Brownell and Allis, 1996; 

15 Kingston et al., 1996; Tsukiyama and Wu, 1997; Wolffe et aL, 1997; Kadonaga, 
1998; Struhl, 1998). At a global level, this packaging serves two purposes: (i) it is 
physically necessary to condense the mass of sequence information into a well- 
ordered regular structure that can be contained within the nucleus; and (ii) it 
imparts a level of site-specific 'epigenomic' information (Felsenfeld, 1992), for 

20 example discriminating between sequences which are never to be transcribed and 
are stored in highly condensed heterochromatin, and those sequences which are 
actively transcribed and are maintained in a more accessible chromatin state. 

Gene expression is regulated by several different classes of c/s- 
regulatory DNA sequences including enhancers, silencers, insulators, and core 

25 promoters (Felsenfeld and Groudine, 2003; Butler and Kadonga, 2002; Gill, 2001). 
The core promoter is the site of formation of the RNA pol II transcription complex. 
Enhancers and silencers act over distances of several kilobases (or more) to 
potentiate or silence pol II function. Insulator sequences prevent enhancers and 
silencers targeted to one gene from inappropriately regulating a neighboring gene. 
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Larger more complex elements comprising multiple enhancer and/or silencers 
liave come to light which coordinate the activity of linked genes over large 
chromosomal domains ('Locus Control Regions' or 'Domain Control Regions') 
(reviewed in Li eta/., 2002a, Hardison, 2001). Activation of c/s-regulatory 
5 elements in the context of chromatin requires the cooperative binding of regulatory 
factors (Felsenfeld, 1996). This active state is most commonly addressed by 
measuring the sensitivity of the underlying DNA sequences to digestion with 
nucleases (e.g., DNasel) in the context of chromatin (Weintraub and Groudine, 
1976; Elgin, 1981). Multiprotein complexes exist in cells that allow specific 

1 0 destabilization of nucleosomes at promoters, facilitating the binding of sequence- 
specific factors and the general transcriptional machinery (Kingston et aL, 1996; 
Svaren, 1996; Tsukiyama and Wu, 1997). Posttranscriptional modifications of 
chromatin components, particularly histone acetylation, play important roles in 
regulating chromatin structure and gene activity (Brownell and Allis, 1996; 

15 Grunstein, 1997; Wolffe etaL, 1997; Kadonaga, 1998; Struhl, 1998). 

Activation of tissue-specific genes during development and 
differentiation occurs first at the level of chromatin accessibility and results in the 
formation of transcriptionally-competent genetic loci characterized by increased 
sensitivity (relative to inactive loci) to digestion with Dnasel (Groudine et aL, 1983; 

20 Tuan etal., 1985; Forrester etaL, 1986). Loci in an accessible chromatin 
configuration can subsequently respond to acutely activating signals, often 
conveyed by non-tissue-specific transcriptional factors that can gain access to the 
open locus and recruit or activate the basal transcriptional machinery. 

The initial observation that active genes reside within domains of 

25 generally increased sensitivity to nucleases was made nearly 30 years ago 
(Weintraub and Groudine, 1976). Since this time, such data have been 
accumulated for a number of human gene loci (Pullner et aL, 1996) and those in 
other vertebrates (Koropatnick and Duereksen, 1987 Stratling ef a/., 1986). The 
chromatin domain phenomenon is particularly striking in Drosophila, where distinct 
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transitions between DNase-sensltlve and DNase-resistant chromatin can be 
documented (Farkas etal., 2000). 

DNase I Hypersensitive Sites Identify Active Regulatory Regions 
in vivo. Focal alterations in chromatin structure are the hallmark of active 
5 regulatory sequences in eukaryotic genomes. The literature connecting DNasel- 
hypersensitive sites with genomic regulatory elements is extensive. DNase 
hypersensitivity studies have been employed to delineate the transcriptional 
regulatory elements of over 100 human gene loci . Typically, between 1 and 5 
hypersensitive sites have been visualized for each of these loci. However, only a 

10 fraction of these have been precisely localized at the sequence level. 

Nuclease hypersensitivity studies represent a powerful, in vivo 
approach to detection and analysis of biologically active sequences. A 
critical defining feature of HSs is that the function of the DNA sequence component 
- i.e. its complex-forming activity - is intrinsic. The principal evidence for this is 

15 the fact that these sequences can be excised and inserted into other positions in 
the genome, where they exhibit the same functional chromatin activities. 
Substantial experimental experience from model systems has revealed that HSs 
can form when included in either constructs used to create stably transfected cell 
lines (Fraser et al., 1990) or transgenic animals (Lowrey et ai, 1992; Levy-Wilson 

20 efa/.,2000). 

An important finding has been that HS sequences are rendered 
functional only upon assembly into nuclear genomic chromatin. These DNA 
sequences are thought to potentiate formation of a nucleoprotein complex in a 
manner that dramatically increases its probability of activation vs. neighboring DNA 
25 regions. They are hypothesized to adopt a particular topological confirmation, 
which lowers the free energy for coalescence of a liniited set of proteins, some in 
contact with DNA, and some in contact only with another protein in the complex. 
This results in the formation of a nucleoprotein complex which is prec/sely 
correlated with a particular sequence. The formation of this complex takes place In 
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an 'all-or-none' fashion (e.g., Felsenfeld etal., 1996; Boyes & Felsenfeld, 1996). 
The stochasticity of nucleoprotein complex formation can be manipulated through 
the introduction of point mutations or small deletions or insertions in critical DNA 
binding bases or in juxtaposed sequences that affect overall stability (e.g., 
5 Stamatoyannopoulos et al. , 1 995). 

Study of DNasel hypersensitive sites has shown that they are 
commonly associated with functional activities important in regulating genome 
biology. These activities (summarized in Table 2 below) include control of 
transcription, replication and architecture: transcriptional promoters (Levy-Wilson 

1 0 2000), enhancers (Furbass 2001 ), Matrix Attachment Regions (MARs; van Drunen 
et al., 1999), chromatin insulators (Li et al., 2002b), transcriptional silencers (Youn 
et al. 2002) and origins of replication (Aladjem et al., 1998). 

Nuclease hypersensitive sites are biologically bounded by (1) the 
positions of flanking nucleosomes and (2) limits on the area of DNA over which 

15 thermodynamically stable nucleoprotein complexes may form. The extent of the 
regulatory domain is contained within the inter-nucleosomal interval, approximately 
150-250bp. This interval corresponds to the size of sequence that is needed to 
place a canonical nucleosome and it has been a common assumption that HSs 
represent a break in the nucleosomal array that constitutes the vast majority of 

20 chromatin. 

A core domain can be Identified which Is restricted to a region of 
approximately 80-120 base pairs in length, over which DNA-protein interactions 
take place (e.g., Lowrey et al., 1992). Cooperative binding of transcription factors 
to such core regions is sufficient to exclude a nucleosome in vitro (Adams and 
25 Workman, 1995) and this has been proposed as a common mechanism for how 
these sites may form in vivo. Nucleosomal mapping experiments have shown that 
HSs such as the Drosophila hsp26 promoter (Lu et al., 1995) and the human fi- 
globin HS2 (Kim and Murray, 2001) are non-nucleosomal. It Is thought that most 
HSs are non-nucleosomal in nature (Boyes and Felsenfeld, 1996; Wallrath etal.. 
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1994). These conclusions are well-supported in the literature (e.g., ibid and Struhl, 
2001). However several HSs are known to still have histone proteins and 
transcription factors, suggesting that HSs may exist in conjunction with a modified 
or partial nucleosome. 
5 Flanking sequences surrounding the core region appear to modulate 

the activity of this core region, though this effect tapers off sharply. The 
boundaries of the sequences needed for hypersensitivity can be defined 
functionally by performing deletion analyses followed by stable transfection of cells 
(Philipsen et al,, 1993) or transgenic studies (Lowrey et al, 1992; Zhou et al., 

10 1995). These approaches define the minimum extent of sequence required to 
retain the biological function associated with the HS under examination. 

It is observable that many hypersensitive sites occur within broader 
domains of increased DNase sensitivity and therefore appear to be components of 
higher-order chromatin structures. It is further observable that, based on published 

15 data, such sites appear to harbor increased biological significance and are 

perhaps the most important functionally. Several investigators have observed that 
the regions flanking the hypersensitive foci of active elements exhibit an increased 
level of sensitivity to nuclease digestion compared with the increased general 
sensitivity of an active locus. This phenomenon has been referred to as 

20 'intermediate sensitivity (Kunnath and Locker, 1985). 

In summary, active genes are embedded within broad regions of 
increased chromatin accessibility punctuated by foci of hyper-accessibility that 
coincide with active regulatory sequences. All genomic sequences to which 
regulatory factors are complexed in vivo will be expected to produce focal 

25 alterations in chromatin structure that can be detected via nuclease 
hypersensitivity studies 

GENETICS AND GENE EXPRESSION 

Overview. Most common diseases are polygenic and due to 
quantitative variation in particular phenotypic traits. The principal mechanism by 
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which quantitative variation is affected is through the regulation of gene 
expression. Therefore, it is expected that a substantial proportion of functional 
genetic nnutations that cause or modulate common diseases will be found in c/s- 
regulatory sequences (Rockman 2002). 
5 The functional impact of sequence variants in coding sequences is 

buffered by (i) the degeneracy of genetic code; (ii) the similarity of behavior 
between certain classes of amino acids (leading to 'conservative' vs. 'radical' 
substitutions); and (iii) the fact that important functional regions occupy only a 
small percentage of the protein sequence. 

10 In contrast, a single nucleotide lesion within a sequence comprising 

docking site for a DNA-binding factor can fully abolish the capacity of this site to 
serve as a regulatory region, with consequent deleterious effects on gene function 
and phenotype. Several such examples are known (Knight 1999; Prokunina 2002; 
Wu 2003; Zwarts 2002) and more are coming to light with increasing frequency. 

1 5 The number of c/s-regulatory sites in the human genome is unknown. 

Based on the observation that genes - particularly those which are highly 
regulated during development, differentiation, or in response to pharmaceuticals - 
have multiple cis elements, the total number of such sites in the genome is 
expected to be a multiple of the number of genes. 

20 Gene regulation and quantitative traits 

Genetic analyses look for differences in gene sequence that could 
explain variation in physical traits. Gene-expression studies provide a snapshot of 
active genes. These approaches can be combined to great effect. 

Complex traits — physical or behavioural characteristics of an 

25 organism - are generally dictated by combinations of more than one gene and the 
environment. Combining studies of functional sites witfi gene expression, complex 
traits maybe studied at a greater scale and depth than is possible using either 
technique alone. 
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Genome-wide genetic analyses of gene-expression data was 
introduced by Jensen and Nap, and Brem et al, were the first to apply tiiis 
approacli, in a study of budding yeast. Variations in DNA sequence across tlie 
genomes of a population are analyzed to identify their origin (that is, which one of 
5 the two progenitor strains). At the same time the population is studied to find out 
which genes are being expressed in different individuals, and to what degree. The 
expression level of each gene is then treated as a "quantitative trait". 

Quantitative traits are typically determined by more than one gene 
and show a graded variation across a population, such that the variation can only 

10 be measured quantitatively. Height, weight, and blood pressure are typical 
examples. Since variations in regulatory sequences are inherited, gene- 
expression levels can also be considered to be a quantitative trait. It is therefore 
expected that genetic changes that control gene expression will reside primarily in 
the same chromosomal region as the genes that are controlled. 

15 Statistical analyses may be carried out to correlate DNA variations 

with gene-expression levels. A statistically significant correlation suggests that the 
gene (or genes) in the chromosomal region where the sequence variation occurs 
may account for some of the variation in gene expression. As the process is 
carried out for the entire genome, the results might highlight previously unknown 

20 gene-gene interactions, identify biochemical pathways and enable genetically like 
individuals to be grouped together. This last point In particular could be relevant to 
'personalized' medicine — the development of drugs that are tailor-made for 
specific groups of patients. ' 

Certain regulatory elements may affect the expression levels of 

25 several genes within a genomic domain. Many examples of this have been 
documented, the most extensively studied of which is the beta-globin locus on 
chromosome 1 1 . Such elements may control how the expression levels of 
different genes in a given pathway are correlated. 
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An additional degree of sophistication can be introduced to genetic 
gene expression analyses by including a particular trait — a disease, for instance. 
Gene-expression data might help to define such a trait more accurately, generating 
genetically more homogeneous groups of individuals that have that characteristic. 
5 Genetic analysis of these subgroups would then permit identification of 
chromosomal regions that influence a quantitative trait. 

The combination of gene-expression and genetic data could also 
have another use: it might help to identify candidate genes that affect a given trait. 
This could be achieved by looking for overlaps between differentially expressed 
10 genes and variation in functional sites, and by looking at functional sites that are 
found in a common chromosomal region. The approach may be generalized to 
almost any organism in which both gene-expression profiling and genome-wide 
genetic analysis can be done efficiently. 

TRANSCRIPTIONAL REGULATION IN EVOLUTION 
15 The role of variation in functional sites in shaping evolution of 

complex traits is widely recognized. This has been comprehensively reviewed by 
Wray et a! (2003) from which the following summary can be made: 

Several recent reviews have argued that changes in transcriptional 
regulation comprise a major component of the genetic basis for phenotypic 
20 evolution (Doebley and Lukens 1998; Carroll 2000; Stern 2000; Tautz 2000; 

Theissen et al. 2000; Purugganan 2000; Wray and Lowe 2000; Carroll et al. 2001 ; 
Davidson 2001 ; Wilkins 2002). 

Mutations in transcriptional regulation influence phenotype. 
Transcriptional regulation is an integral component of the way genotype is 
25 converted into phenotype. Many mutants that have emerged from genetic screens 
for developmentally important genes involve defects in transcriptional regulation 
(Wilkins 1993, 2002; Gilbert 2000). The four-winged fly that results from certain 
mutations in Ubx in Drosophfia is perhaps the most famous: some mutations 
located in regulatory sequences affect the transcription profile, while others 
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locating in exons alter the function of the protein in regulating the transcription of 
other genes (Bender et al. 1983; Sinnon et al. 1990). The phenotypic 
consequences of some Ubx functional site mutations are so distinct that they were 
originally thought to represent separate genes (Lewis 1978). Numerous studies 
5 have documented correlations between gene expression and anatomy. (1) 
Induced mutations. The phenotypes of some induced mutations mimic natural 
differences between species. Examples include homeotic mutations in drosophila 
melanogaster that mimic segment and appendage number and identity 
characteristic of other insects (Raff and Kaufman 1983; Carroll 1995), mutations in 

1 0 Arabidopsis thaliana and Antirrhinum majus that mimic the floral anatomy of other 
angiosperms (Lawton- Rauh et al. 2000), and mutations in Caenorliabditis elegans 
that mimic the tail anatomy of other nematodes (Fitch 1997). Because most of 
these induced mutations generally do not replicate the genetic basis for natural 
phenotypic differences (Carroll 1995; Budd 1999), however, convincing evidence 

15 of the evolutionary significance of changes in transcriptional regulation must come 
from natural cases. (2) Comparisons of expression. In many cases, a gene 
required for the development of a trait in one species shows a difference in 
expression in other species that correlates with a difference in that trait (e.g., Burke 
et al. 1995; Brakefield et al. 1996; Dudareva et al. 1996; Sinha and Kellogg 1996; 

20 Averof and Patel 1997; Stockhaus et al. 1997; Abzhanov and Kaufman 2000; Kopp 
et al. 2000; Yamamoto and Jeffery 2000; Beldade et al. 2002; Bharathan et al. 
2002; Hariri et al. 2002). A causal relationship is plausible but not proven in these 
cases, since comparisons of gene expression cannot by themselves demonstrate 
that a change in transcriptional regulation is the genetic basis for a phenotypic 

25 difference. (3) Quantitative genetics. Anatomical changes that accompanied the 
domestication of maize from teosinte are due in part to changes within the inferred 
functional site region of a single gene encoding the transcription factor teosinte- 
branched (Wang et al. 1999). Although this is a case of artificial selection, it 
involved natural (rather than induced) genetic variation. Some differences in bristle 
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patterns among Drosophila species are attributable to changes in functional site 
sequences (Stern 1998; Si^aer and Simpson 2000; Sucena and Stern 2000). In 
other cases, genetic variation in gene expression levels shows strong associations 
with specific organismal phenotypes (Gerber et al. 2000; Karp et al. 2000; Beldade 
5 et al. 2002). Unfortunately, quantitative genetics generally lacks the resolution to 
identify precise sequence differences that are responsible for particular 
phenotypes, due to the confounding effects of linkage disequilibrium. When 
combined with. experimental tests or case associations, however, specific 
sequence variants can be identified (Cooper 1999). Using this approach, more " 

10 than 160 segregating functional site variants that influence transcription have been 
identified in humans (Cooper 1999; Rockman and Wray 2002) and several have 
been identified in Drosophila melanogaster {e.g,, Robin et al. 2002). 

Natural populations harbor considerable functional variation in 
gene expression. Many examples of variation in gene expression are known from 

1 5 natural populations. (1 ) Spatial extent of expression. In rainbow trout, an allele of 
PGMI conferring expression in the liver is associated with faster pre-hatching 
growth (Allendorf 1982, 1983). The spatial expression of amylase in the midgut 
varies within both Drosophila melanogaster and D. pseudoobscura] the genetic 
basis in both cases is trans and responds to artificial selection in D. 

20 pseudoobscura (Abraham and Doane 1978; Powell and Licthenfels 1979; Powell 
1979). The spatial extent of expression of the transcription factor Distal-less within 
the wing of the butterfly Bicyolus anynana varies in correlation with wing color 
pattern, and also responds to artificial selection (Beldade et al. 2002). (2) Level of 
expression, Intraspecific differences in expression have been noted for GPDH in 

25 both larvae and adults of D. me/a/?ogaster (Laurie-Ahlberg and Bewley 1983); 
glucuronidase in Mus domesticus (Pfister et al. 1982; Bush and Paigen 1992); 
Cyp6g1, a cytochrome P450 family gene, in D. melanogaster {Dahorn et al. 2002); 
and prolactin in the teleost Oreochromis niloticus (Streelman and Kocher 2002). In 
all four cases, most or all of the polymorphisms described are in cis. Many 
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additional examples are l<nown from humans, wiiere nearly 2/3 of the l<nown 
functional polymorphisms in c/s-regulatory sequences have a >2-fold impact on 
transcription rates (Rockman and Wray 2002). (3) Inducibility of expression, 
Inducibility of amylase expression in response to a starch diet varies within D. 
5 melanogaster and responds to artificial selection (Matsuo and Yamazaki 1984; 
Klarenberg et ai. 1987); expression of U-glucuronidase in response to androgen 
varies within Mas domesticus (Bush and Paigen 1992); and three different mobile 
element insertions into the promoter of hsp70 reduce transcription in response to 
thermal stress in D, melanogaster populations (Lerman et al. 2003). Several other 

10 examples of variation in inducibility are known from humans (Rockman and Wray 
2002). In the human and hsp70 cases, the genetic basis is known to reside in cis. 
Additional studies have estimated the extent of heritable genetic variation in gene 
expression within populations. {^) Protein-based surveys. Several studies have 
measured levels of variation in gene expression from 1- or 2-dimensional protein 

15 gels in a variety of organisms: Zea mays (Burstin et al. 1994; Damerval et al. 1994; 
de Vienne et al. 2001), Pinus pinaster (Costa and Plomion 1999), Glycine max 
(Gerber et al. 2000), Mus musculus (Klose et al. 2002), and Homo sapiens (Enard 
et al. 2002a). Studies with the first three organisms documented that protein 
abundance has a strong genetic component, while all of these studies found that 

20 populations contain considerable variation in expression level for most of the 
proteins surveyed. In D. melanogaster, chromosome substitution lines show 
substantial levels of variation in gene expression as measured by enzyme 
activities (Laurie-Ahlberg et al. 1980; Wilton et al. 1982; Clark 1990). Although 
protein abundance and enzyme activity are indirect indices of transcription, these 

25 results suggest considerable genetic variation for gene expression in general. (2) 
mRNA'based surveys. More direct estimates of variation in transcription come 
from microarray analyses that survey thousands of loci. Studies in mice (Karp et al. 
2000; Schadt et al. 2003), humans (Schadt et al. 2003), the teleost Fundulus 
heteroclitus (Oleksiak et al. 2002), D. melanogaster {Sm et al. 2001; Rifkin et al. 
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2003), Zea mays (Schadt et al. 2003), and Saccharomyces cerevisiae (Cavalieri et 
al. 2000; Brem et al. 2002) all indicate that genetic variation in transcript 
abundance is pervasive within populations. Much of this variation nnay be heritable. 
Schadt et al. (2003) found that 33% of the 23,574 loci surveyed from a cross of two 
5 inbred strains of mice showed a genetic component for expression differences 
within the liver, 29% of the 2,726 loci surveyed from 56 humans belonging to four 
families showed a heritable difference in expression within lymphoblasts, and 
1 8,805 genes consistently differed in transcription within ear leaf tissue among 
progeny from a cross of two maize strains. What proportion of the genetic basis for 

10 this variation resides In the functional sites of the genes showing transcriptional 
variation (c/s) or in the sequences or expression profiles of their upstream 
regulators (trans) has been examined In a few cases. QTL underlying variation in 
expression of at least 32% of 570 variably-expressed transcripts in yeast mapped 
in cis (Brem et al. 2002), while the comparable fraction of genes with c/s-acting 

15 QTL in mouse liver is even higher (Schadt et al. 2003). RT-PCR offers more 

reliable quantitation than microarrays as well as the ability to compare transcription 
rates among alleles directly. In a preliminary survey of 69 loci in four inbred lines of 
Mas musculus, Cowles et al. (2002) found quantitative and tissue-specific variation 
among alleles at 4 loci. Using a similar approach, Yan et al. (2002) found evidence 

20 of variation in gene expression at 6 of 13 loci examined In humans. Taken 

together, microarray and RT-PCR surveys of mRNA levels provide solid evidence 
of abundant genetic variation in transcriptional regulation In diverse species and 
suggest that much of this variation resides in cis regulatory sequences. (3) 
Detailed analyses of functional site function. The most extensive direct evidence of 

25 functional variation in functional site sequences currently comes from humans, 
where many specific polymorphisms have been identified through direct functional 
studies (Cooper 1999). Although the human genome is not particularly 
polymorphic, a typical individual is estimated to be heterozygous for a functional 
functional site polymorphism at --40% of all loci (Rockman and Wray 2002). 
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Comparable data do not yet exist for other species, but RT-PCR surveys (Cowles 
et aL 2002; Yan et al. 2002) provide a rapid means of estimating heterozygosity 
that affects transcription at many loci. 

Natural selection operates on allelic variation in functional sites. 
5 Evidence for natural selection on eukaryotic functional site alleles comes from a 
variety of sources. (1) Human populations. Functional site polymorphisms at 
numerous loci in humans have functional consequences, influencing diverse 
aspects of physiology, behavior, anatomy, and life history (Cooper 1999; Rockman 
and Wray 2002). Some of these functional site alleles have likely fitness 

10 consequences. (2) Wild populations. A latitudinal dine of LDH functional site allele 
frequencies in the teleost Fundulus fieteroclitus is probably maintained by 
temperature differences (Crawford et al. 1999; Segal et al. 1999). Two other 
cases, mentioned earlier, are known from D. melanogaster. functional site alleles 
segregating at both Cyp6G1 and hsp70 appear to be under selection in wild 

15 populations (Daborn et al. 2002; Lerman et al. 2003). (3) Artificial selection and 
experimental evolution. Domestication of maize involved selection on the inferred 
regulatory region of tb locus (Wang et al. 1999). Studies with yeast point to 
regulation of transcription as a critical component of adaptive change. Adaptation 
of Saccharomyces cerevisiae to glucose limitation was accompanied by two-fold or 

20 greater changes in the abundance of transcripts from nearly 10% of all genes, 
consistently across replicates (Ferea et al. 1999). The evolution of drug resistance 
in experimental populations of Candida albicans correlated with 

overexpression of the four known resistance genes (Cowen et al. 
2000). (4) Sequence comparisons. More extensive, but less direct, evidence that 

25 natural selection acts on functional sites comes from cases of apparent 

evolutionary conservation of c/s-regulatory sequences among distantly related 
species. Consistent under-representation of specific sequence motifs provides 
evidence for genome wide selection to remove spurious transcription initiation 
sequences in a broad diversity of prokaryotes (Hahn et al. 2003). Several 
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examples of natural selection operating on transcriptional regulation involve 
pathogen-host interactions. For instance, sonne pronnoter alleles in Mycobacterium 
tuberculanum and hepatitis B alter transcription to the pathogen's benefit and may 
be under positive selection (Buckwold et al. 1997; Rinder et al. 1998; Lee et al, 
5 2000; Kajiya et al. 2001 ). The origin and subsequent fixation of these mutations in 
separate host individuals demonstrates the ability of positive selection to operate in 
a predictable way on genetic variation within a functional site. Specific variants 
within the HIV promoter, Including gains of binding sites for host NF-kB and USF 
transcription factors, as well as functional modifications in the basal promoter, " 

10 cause differences in the level of viral transcription (Montano et al. 1997; Jeeninga 
et al. 2000). The E subtype of HIV has significantly increased transcription rates 
and has gone to near fixation locally in southern Africa; it is associated with 
increased levels of secondary infections and may be under positive selection to the 
pathogen's advantage (Montano et al. 2000; Hunt et al. 2001). 

1 5 Conversely, human populations harbor functional site variants 

that influence susceptibility to pathogens or disease progression following 
infection. Because human generation times are much longer than those of 
pathogens, signatures of selection are more difficult to detect. Nonetheless, 
functional site allelles at TNF □, /L-4, IL-10, FY, CCR5, and TGF pinfluence 

20 mortality from a variety of viral, bacterial, and protoctistan pathogens and are likely 
to be under selection (Tournamille et al. 1995; Hamblin and Di Rienzo 2000; 
Thursz 2001; Bamshad et al. 2002; Meyer et al. 2002; Shin et al. 2000; Vidlgal et 
al. 2002; Nakayama et al. 2002). Some functional site alleles confer protection 
from one pathogen while increasing susceptibility to another (e.g., TNF a-380A: 

25 Meyer et al. 2002), raising the possibility of balanced polymorphisms. 

Changes in functional sites arise from a variety of mutations. 
Mutations affecting transcription fall into several distinct classes. (1) Small-scale, 
local mutations can modify, eliminate, and generate binding sites and alter their 
spacing. Functional site function can be directly altered by the most abundant 
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kinds of mutations: single base substitutions, small indels, and changes in repeat 
number (e.g., Segal et al. 1999; Gonzalez et al. 1995; Shashikant et al, 1998; 
Takahashi et al. 2001; Rockman and Wray 2002; Streelman and Kocher 2002). 
Point mutations can modulate or eliminate transcription factor binding, generate 
5 binding sites de novo , or result in binding by a different transcription factor 
("transcription factor switching": Rockman and Wray 2002). Insertions and 
deletions can change spacing between binding sites, as well as eliminate binding 
sites or generate new ones (Ludwig and Kreitman 1995; Belting et al. 1998). 
Changes in microsatellite structure can affect spacing between binding sites and 

1 0 alter the number of binding sites, sometimes with functional consequences 

(Trefilov et al. 2000; Rockman and Wray 2002; Streelman and Kocher 2002). (2) 
A^evv^ regulatory sequences can be inserted into functional sites tlirougti 
transposition. This phenomenon has been reviewed extensively (Kidwell and Lisch 
1997; Britten 1997; Brosius 1999). For instance: B2 SINEs in Mas musculus 

15 contain sequences capable of acting as basal promoters (Ferrigno et al. 2001 ) and 
some Alu elements in humans contain binding sites for nuclear hormone receptors 
and exert an influence on transcription (Babich et al. 1999). (3) Retroposition may 
assemble new functional sites, Retroposition can create novel genes that are 
subsequently expressed (e.g.,y/A7gvi^e/and sphinx: Long et al. 1999; Wang et al. 

20 2002). This process occurs at appreciable frequencies within the genus 
Drosoptiila (Betran et al.2002). The molecular mechanisms underlying 
retroposition preclude transfer of the basal promoter and virtually all c/s-regulatory 
sequences (the exception being those within exons). Because no gene can 
function without transcriptional regulatory sequences, it seems likely that novel 

25 genes that arise through retroposition either fortuitously insert near existing c/s- 
regulatory sequences and come under their regulation without disrupting existing 
regulatory fuctions, or persist long enough that novel c/s-regulatory sequences 
arise through transposition, recombination, or small scale local mutations. 
Remarkably, novel genes that arise through retroposition are often expressed in 

16 



wo 03/106635 



tissue-specific patterns similar to those of a parent locus (Betran et al. 2002), (4) 
Gene duplications may fragment orrecombine functional site sequences, Altliough 
analyses of gene duplication typically focus on coding sequences, the associated 
functional sites are clearly also important for gene function. If the brea[<points do 
5 not include c/s-regulatory sequences, the duplicated copy is likely to be 

transcriptionally inert in its new location and become a pseudogene even before it 
accumulates stop codons or frameshifts. If only part of the functional site is 
duplicated, the transcription profile of the new copy may differ from the original . 
(e.g., nNOS: Korneev and O'Shea 2002). In principle, a duplication could also 

10 fortuitously combine sequences from two different functional sites to create a 
hybrid c/s-regulatory region with a novel transcription profile. Gene duplications 
that persist are frequently followed by divergence in expression (Li and Noll 1994; 
Stauber et al. 2002; Gu et al. 2002) and may be followed by loss of complementary 
functional site modules (Ferris and Whitt 1979; Force et al. 1999). (5) Gene 

1 5 conversion can spread regulatory elements within a gene family. Examples from 
humans include growth hormone (Giordano et al. 1997), beta and gamma globins 
(Chiu et al. 1997; Patrinos et al. 1998), and MHC genes (Gereb and Yang 1994). 
Gene conversion is an ongoing process in RNA polymerase l-transcribed genes 
(which encode the 40S pre-rRNA that is processed to form 18, 5,8, and 28S rRNA) 

20 including associated transcriptional regulatory sequences, but not among the more 
heterogeneous RNA polymerase Ill-transcribed genes (White 2001), (6) 
Sequences tliat have no prior function in regulating gene expression can become 
fortuitous functional sites. In one case, gene duplications resulted in a former exon 
functioning in transcriptional regulation {Sdic: Nurminsky et al. 1998). A second 

25 example involves functional transcription factor binding sites within an exon {nonA: 
Sandrelli et al. 2001). These "hopeful monster" functional sites demonstrate that 
rare events can assemble functional c/sregulatory sequences from seemingly 
unpromising material. 
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Changes in functional site sequence differ widely in their effects 
on transcription. Relatively little information exists about the functional 
consequences of naturally occurring differences in functional site sequences. A 
few studies have directly examined the biochemical impact of sequence 
5 differences on protein binding (e.g., Singh et al. 1 998; Ruez et al. 1 998; Wolff et al. 
1 999; Shaw et al. 2002). Most of what we know about functional consequences, 
however, comes from cases where the resulting transcription profile has been 
examined (e.g., Ross et al, 1994; Odgers et al. 1995; Tournamille et al. 

1995; Belting et al. 1998; Indovina et al. 1998; Ludwig et al. 1998; 

10 Wang et al. 1999). In some of these cases, specific functional site sequence 
differences are correlated with phenotypic consequences; in most, however, the 
presence of multiple sequence differences makes it difficult to infer the precise 
basis for evolutionary changes in transcription. Divergence in functional site 
sequence and transcription profile are often poorly correlated: very similar 

15 functional sites can produce substantially different transcription profiles (e.g., 

parvoviruses: Storgaard et al. 1993; TNFA in primates: Haudek et a|. 1998; MMSP 
in diptera: Christophides et al. 2000), while highly divergent functional site 
sequences can produce very similar transcription profiles (e.g., runt in Drosophila: 
Wolff et al. 1999; brachyury in ascidians: TakahashI et al. 1999; yp in Drosophila: 

20 Piano et al. 1999). The latter situation is not unusual. Indeed, many changes in 
functional site sequence do not alter transcription within the limits of experimental 
assays. Sequence changes might be functionally silent for several reasons. (1) 
Substitutions and indels between transcription factor binding sites may not affect 
DNA-protein interactions. It is probably generally true that nucleotides within 

25 binding sites are more functionally constrained than those that lie between binding 
sites. However, it is difficult to rule out the possibility that a supposed non-binding 
site nucleotide might in fact be part of an unrecognized binding site. Furthermore, 
small indels that do not directly involve binding sites may disrupt protein: protein 
interactions by placing proteins on opposite sides of the DNA helix or by changing 
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the spacing of binding sites. (2) Changes in spacing between distant binding sites 
will be neutral in many cases. Interactions among proteins associated witli binding 
sites nnore tfian --50 bp apart are probably mediated by DNA bending or looping, 
which may be largely insensitive to differences in spacing. (3) Some within- 
5 consensus nucleotide substitutions in binding sites may be functionally neutral. 
Certain changes in binding site sequence can preserve a particular DNA-protein 
interaction. Not all such changes will be neutral, however, as binding kinetics may 
differ, in turn altering transcription. Very little is known about the evolution of 
binding site consensuses, so sequence comparisons alone may be a poor guide 

10 as to which nucleotide substitutions within binding sites are likely to be functionally 
neutral. (4) Eliminating an entire binding site maybe functionally neutral. Many 
functional sites contain multiple copies of the same binding site, raising the 
possibility of functional redundancy. Cases of probable binding site turn over 
(Ludwig and Kreitman 1995; Hancock et al. 1999; Piano et al. 1999; Liu et al. 

15 2000; Dermitzakis and Clark 2002; Scemama et al. 2002) may have been possible 
because of functional redundancy. On the other hand, multiply represented binding 
sites within the same functional site are not always functionally redundant. 

Gene expression profiles evolve frequently and in diverse ways. 
The literature of comparative gene expression has emphasized similarities and 

20 generally interpreted them as conserved features (DeRobertis and Sasai 1996; 
Holland and Holland 1999; Carroll et al. 2001). When comparing distantly related 
taxa, however, similarities in gene expression are often outweighed by apparently 
non-homologous features (Wray and Lowe 2000; Davidson 2001; Wilkins 2002). 
The abundance of population-level variation in functional site function means that 

25 expression differences could evolve quite rapidly under some conditions, and 

indeed substantial differences in gene expression can exist even between recently 
duplicated genes (Gu et al. 2002) or closely related species (Parks et al. 1988; 
Ross et al. 1994; Swalla and Jeffery 1996; Grbic et al. 
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1998; Kissinger and Raff 1998; Brunetti etal. 2001; Ferkowicz and 
Raff 2001). Several functional classes of evolutionary change in gene expression 
are evident. (1) Changes in timing of gene expression. Temporal changes have 
been documented from many taxa (e.g., Dickinson 1988; Wray and McClay 1989; 
5 Swalla and Jefferey 1 996; Kim et al. 2000; Skaer et al. 2002). Heterochronies are 
a common pattern of anatomical evolution (McKinney and McNamara 1991), and 
must, at some level, involve heritable changes in the timing of gene expression. (2) 
Changes in spatial extent of gene expression. Many studies have found 
interspecific differences in the spatial extent of regulatory gene expression (e.g., 

10 Schiff et al. 1992; Abzhanov and Kaufman 2000; Brunetti et al. 2001 ; Scemama et 
aL 2002). Such changes are of particular interest when they affect regulatory 
genes, because of the relatively direct consequences for body proportions, organ 
size and number, and a great many other anatomical features. (3) 

Changes in level of gene expression. Evolutionary differences in 

15 transcription rate have also been documented (Regier and Vlahos 1988; Crawford 
et al. 1999; Wang et al. 1999). Such comparisons have been simplified with the 
advent of microarray technologies (e.g., Jin et al. 2001 ; Schadt et al. 2003). 
Because of this approach, we know more about differences in transcript 
abundance than any other kind of evolutionary change in gene expression. (4) 

20 Changes in responsiveness of gene expression to external cues. Evolutionary 
changes in transcriptional responses to physiological status, environmental 
conditions, and pheromones have also been documented (Brakefield etal. 1996; 
Cooper 1999; Abouheif and Wray 2002) . Such changes are a necessary 
component in the evolution of polyphenism and phenotypic plasticity and are 

25 therefore of considerable ecological interest. (5) Sex-specific expression. 

Evolutionary changes in differential gene expression among sexes have been 
documented (Schiff et al. 1992; Saccone et al. 1998; Christophides et al. 2000; 
Kopp et al. 2000) . Microarray surveys suggest that populations can harbor 
variation in which genes are expressed in a sex-specific manner (Jin et. al 2001). 
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(6) Gains and losses of particular phases of gene expression In multicellular 
organisms, many genes are expressed in a succession of spatially and temporally 
distinct phases during the life cycle (for examples see: Gerhart and Kirschner 
1997; Carroll et al. 2001 ; Davidson 2001). A gene whose expression requires a 
5 particular transcription factor during a specific phase of expression may be 

"abandoned" by that regulator if it is no longer expressed in the appropriate region. 
Examples include several independent losses of patterning roles for homeodomain 
transcription factors in arthropods (Dawes et al. 1994; Falciani et al. 1996; Grbic et 
al. 1988; Mouchel-Vielh et al, 2002). Conversely, a new regulatory linkage may be 

10 established if a functional site acquires a binding site for a different transcription 
factor, a process known as recruitment or cooption (Duboule and Wilkins 1998; 
Wilkins 2002). Many likely cases have been identified (Lowe and Wray 1997; 
Saccone et al, 1998; Keys et al. 1999; Brunezti et al. 2001; reviewed in Wilkins 
2002). Evolutionary gains and losses of particular phases of gene expression may 

15 be facilitated by the modular organization of functional sites. 

Changes in gene expression differ widely in their effects on 
organismal plienotype. Functional site function has both a biochemical 
phenotype, the gene expression profile, as well as an organismal phenotype, 
involving features such as anatomy, physiology, life history, and behavior. These 

20 biochemical and organismal effects are evolutionarily dissociable to some extent, 
since some changes in gene expression appear to have no consequence for 
organismal phenotype. Such changes in gene expression are analogous to 
conservative amino acid replacements in a protein, many of which are likewise 
thought to have no impact on organismal phenotype (Kimura 1983; Gillespie 

25 1991 ). Several cases are known where the timing or spatial extent of gene 

expression differs among species without any obvious phenotypic consequence 
(e.g., gid in Drosophlla: Schiff et al. 1992, Ross et al. 1994; Cy gene family in sea 
urchins: Fang and Brandhorst 1996, Kissinger et al. 1998; msp130 in sea urchins: 
Wray and Bely 1994). Although it may be difficult to demonstrate beyond any 
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doubt that a particular difference in transcription is plienotypically silent, the 
opposite case is easier to establish. Differences in gene expression have been 
linked to diverse aspects of organismal phenotype, including: (1) anatomy (Burke 
et al. 1995; Averof and Pate! 1997; Stern 1998; Wang et al. 1999; Lettice et al. 
5 2002); (2) physiology (Abraham and Doane 1978; Matsuo and Yannazaki 1984; 
Dudareva et al. 1996; Sinha and Kellogg 1996; Stockhaus et al. 1997; Segal et al. 
1999; Lerman et al. 2003); (3) be/?a Wor (Tref ilov et al. 2000; Saito et al. 2002; 
Caspi et al. 2002; Enard et al. 2002b ; Fang et al. 2002; Hariri et al. 2002); (4) 
disease susceptibility (ToumamWle et al. 1995; Shin et al. 2000; Bamshad et al. 
10 2002; Meyer et al. 2002); (5) polyphenism (Brakefield et al. 1996; Abouheif and 
Wray 2002); and (6) life Wsfo/y (Allendorf 1 982, 1983; Anisimov et al. 2001; 
Streelman and Kocher 2002). 

PHARMACOGENOMICS 

Most research and tools used in molecular biology have focused on 
15 the detection of RNA and proteins, and the DNA sequences that encode these 
RNAs and proteins. The emphasis on protein coding regions of DNA is a major 
limitation to understanding how the genome is implicated in human health and 
disease, because the vast majority of regulatory DNA is very important to disease, 
yet specific sequences and their locations generally are not known. Accordingly, 
20 any information concerning the specific sequences and where they may be found 
would provide immeasurable benefits to molecular biology and would advance 
human medicine greatly. 

The use of pharmacogenomics in clinical trials, including the 
identification of gene variants that influence clinical responses to drug, is 
25 becoming increasingly important (see e.g., U.S. Patent Publication No. 

2001/0034023 Al, which is incorporated herein by reference in its entirety). This 
growing area of medicine enables more individualized, science-based treatment 
decisions. Other aspects of pharmacogenomics Include predicting drug response 
(efficacy) and limiting side effect profiles. The ability to better predict drug 
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response would allow individualized pharmacotherapy that could increase the 
chance of selecting an optimal drug for each patient and could offer savings in 
both time and cost of care, and substantially Improve a patient's long-term 
prognosis (see U.S. Patent Publication No. 2003/0108938 A1). 
5 IVIany drugs or other treatments are known to have highly variable 

safety and efficacy in different individuals, A consequence of such variability is 
that a given drug or other treatment may be effective in one individual, and 
ineffective or not well-tolerated in another individual. For example, the PDR shows 
that about 45% of patients receiving Cognex (tacrine hydrochloride) for Alzheimer's 

10 disease show no change or minimal worsening of their disease, as do about 68% 
of controls (including about 5% of controls who were much worse). About 58% of 
Alzheimer's patients receiving Cognex were minimally improved, compared to 
about 33% of controls, while about 2% of patients receiving Cognex were much 
improved compared to about 1 % of controls. Thus a tiny fraction of patients had a 

15 significant benefit. Response to many cancer chemotherapy drugs is even worse. 
For example, 5-fluorouracil is standard therapy for advanced colorectal cancer, but 
only about 20-40% of patients have an objective response to the drug, and, of 
these, only 1-5% of patients have a complete response (complete tumor 
disappearance; the remaining patients have only partial tumor shrinkage). 

20 Conversely, up to 20-30% of patients receiving 5-FU suffer serious gastrointestinal 
or hematopoietic toxicity, depending on the regimen (see U.S. Patent Application 
Publication 2001/0034023 A1 ). 

Thus, administration of such a drug to an individual in whom the drug 
would be ineffective would result in wasted cost and time during which the patient's 

25 condition may significantly worsen. Also, administration of a drug to an individual 
In whom the drug would not be tolerated could result in a direct worsening of the 
patient's condition and could even result in the patient's death (U.S. Patent 
Publication No, 2001/0034023 A1). Thus, there is a need for stratifying patients in 
a clinical trial in a manner that provides a better predictor of clinical outcome that 
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do the categories that are commonly used (e.g., racial, ethnic, gender, and/or 
geographic origin). 

SUMMARY OF THE INVENTION 

It has been shown that for some drugs, over 90% of the measurable 
5 intersubject variation in selected pharmacokinetic parameters has been shown to 
be heritable (U.S. Patent Publication No. 2001/0034023 A1). Thus, it would 
greatly advantageous to Identify genetic rndicators associated with disease that 
serve as markers for patient responsiveness to a drug and thus aid in stratifying 
patients in clinical trials. This application concerns, Inter alia, the identification of 

10 genomic regulatory elements associated with disease, and methods for identifying 
and exploiting sequence variations in these genomic regulatory elements that 
account for interpatient variation in the diseased state and for the interpatient 
variation in responsiveness to therapeutic agents. 

Accordingly, the present invention provides methods for stratifying a 

1 5 patient in a subgroup of a clinical trial for the prevention or treatment of a disease 
selected from the diseases listed in Column 12 of Table 1, comprising determining 
the genotype of a functional site corresponding to said disease, and stratifying the 
patient In a subgroup of a clinical trial according to said genotype. Alternatively (or 
additionally), the stratification can be based on the disease associated with the 

20 functional site as can be determined from the name of the gene with which the 
functional site is associated. 

In certain embodiments, the functional site whose genotype is the 
basis for said stratification is selected by identifying, for example by expression 
profiling, genes whose expression is altered in diseased cells, and identifying 

25 functional sites corresponding to these genes that differ in sequence from the 
sequence of the functional sites listed in Table 1 , /.e., functional sites whose 
genotype is a marker of a disease of interest. 
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The present invention yet further provides an isolated polynucleotide 
comprising a sequence selected from the group consisting of: (a) a functional site 
sequence provided in Table 1, (b) a complement of a functional site sequence 
provided in Table 1, (c) a sequence consisting of at least 10 contiguous residues of 
5 a functional site sequence provided in Table 1 , (d) a sequence that hybridizes to a 
functional site sequence provided in Table 1 , under moderately stringent 
conditions, and (e) a sequence having at least 75%, 80%, 85%, 90% or 95% 
identity to a functional site sequence In Table 1; wherein said sequence is not 
flanked at its 5' end or its 3' end by greater than 200 nucleotides of sequences that 

10 are contiguous to the sequence In the human genome. In various embodiments, 
the sequence is not flanked at its 5' end or its 3' end by greater than 100, 50, 25, 
10, 5 or zero nucleotides of sequences that are contiguous to the sequence in the 
human genome. In certain embodiments the sequence of the polynucleotide of the 
invention consists of the functional site sequence listed in Table 1. In certain 

1 5 embodiments, the polynucleotide of the invention does not comprise vector 

sequences. In other embodiments, the polynucleotide of the invention is at least 
30%, 40%, 50%, 60%, 70%, 80%, or at least 90% pure. 

The present invention yet further provides vectors comprising the 
polynucleotides of the invention, in which the polynucleotides is optionally operably 

20 linked to {Le., regulates or modulates the expression of) an open reading frame, for 
example an open reading frame encoding a reporter, (e.g., alkaline phosphatase, 
y&-galactosidase, neomycin phosphotransferase, chloramphenicol 
acetyltransferase, dihydrofolate reductase, hygromycin phosphotransferase, beta- 
glucpronidase, green fluorescent protein, and luciferase). 

25 The present invention further provides a host cell comprising a vector 

of the invention. The host cell can be a prokaryotic or a eukaryotic cell. 

The present Invention further provides an Isolated polynucleotide 
comprising a plurality of the polynucleotides of the invention. Such a 
polynucleotide can contain two or functional sites corresponding to the same gene, 
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e.g., to regulate the expression of an open reading frame of interest such that the 
expression reflects part or all the expression pattern or the gene to which the 
functional sites correspond. 

The present invention further provides primer pairs, each primer 
5 being at least 12 nucleotides, more preferably at least 15 nucleotides, in length, 
which primer pairs are capable of amplifying all or a portion of a functional site 
listed In Table 1 . Such primer pairs can be capable of amplifying at least 50 base 
pairs, at least 75 base pairs, at least 100 base pairs, at least 150 base pairs or at 
least 200 base pairs of a functional site listed in Table 1 . 
1 0 The present invention yet further provides sets of two or more primer 

pairs for amplification all or a portion of two more functional sites listed Table 1 . 
Each set can represent two or more functional sites listed for the disease in Table 
1. 

The present invention further provides a non-human animal 
15 comprising a polynucleotide of the invention, for example a rat, a mouse, or a non- 
human primate. 

The present invention provides methods of profiling the state of a 
patient with respect to a disease listed in Column 12 of Table 1, comprising 
determining the genotype of one or more functional sites associated with a disease 

20 listed in Column 12 of Table. In certain embodiments, determining the genotype of 
one or more functional sites associated with the disease is achieved by profiling 
the genomic regulatory regions of a nucleic acid isolated from or amplified from the 
patient using a positionally addressable array (where the identity of and location of 
the nucleic acid at each position on the array is known), for example as described 

25 in U.S. Application No. 10/375,404, which is incorporated by reference herein in its 
entirety. In other embodiments, determining the genotype of one or more 
functional sites associated with the disease is achieved by real-time PCR, for 
example as described in International Application No. PCT/US02/16967, which is 
incorporated by reference herein in its entirety. In yet other embodiments, 
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determining the genotype of one or more functional sites associated with the 
disease is achieved by PGR amplification of the functional site from the patient's 
genomic DNA and sequencing the resulting PGR product. In various 
embodiments, at least 2, 3, 5, 10, 12, 15, 20, 25, 30, 40, or 50 functional sites 
5 associated with the disease are profiled. In other embodiments, at least 10%, 
15%, 20%, 25%, 30%, 40%, 50%, 60% or 75% of the functional sites listedjn 
Table 1 as associated with the disease are profiled. 

In certain embodiments, the present invention provides a positionally 
addressable polynucleotide array conriprising a plurality of different 

10 polynucleotides, each different polynucleotide (a) differing in nucleotide sequence, 
(b) being affixed to a substrate at a different locus, (c) being in the range of 10- 
1000 nucleotides in length, and (d) being complementary and hybridizable to a 
functional site listed in Table 1 or its complement, and wherein the loci at which 
said different polynucleotides are situated are at least 5%, 10% or 15% of the total 

1 5 loci of the array. In one embodiment, each different polynucleotide is greater than 
30 nucleotides and is designed so as not to contain a sequence of in the range of 
15-30 nucleotides that occurs in the genome of the organism from which the 
functional sites are identified greater than 10 times. In one mode of the 
embodiment, the array is a tiling array in which at least a portion of the 

20 polynucleotides are complementary and hybridizable to the same functional site or 
its complement. Optionally, such polynucleotides comprise overlapping 
sequences. 

The present invention further provides positionally addressable 
polynucleotide arrays to which nucleic acids are hybridized, in which the 
25 polynucleotides affixed to the array and/or the nucleic acids hybridized to the array 
are enriched in sequences that are hybridizable to functional sites or their 
complements. Such arrays can be solid phase arrays or semi-solid phase arrays. 

In certain embodiments, the present invention provides a positionally 
addressable polynucleotide array to which nucleic acids are hybridized, said array 
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comprising a plurality of different polynucleotides, each different polynucleotide (a) 
differing in nucleotide sequence and (b) being affixed at a different locus to a 
substrate, said nucleic acids being enriched in functional sites listed in Table 1 or 
their connplements or fragnnents of the functional sites or connplements of at least 
5 10 base pairs, said nucleic acids being hybridized to one or more discrete loci on 
the array- 
In other embodiments, the present invention provides a positionally 
addressable polynucleotide array to which nucleic acids are hybridized, said array 
comprising a plurality of different polynucleotides, each different polynucleotide (a) 

10 differing in nucleotide sequence, (b) being affixed at a different locus to a 

substrate, (c) being in the range of 10-1000 nucleotides in length, and (d) being 
complementary and hybridizable to a functional site listed in Table 1 or its 
complement, and wherein the loci at which said different polynucleotides are 
situated are at least 5%, 10% or 15% of the total loci of the array. 

15 In other embodiments, the present invention provides a positionally 

addressable polynucleotide array to which nucleic acids are hybridized, said array 
comprising a plurality of different polynucleotides, each different polynucleotide (a) 
differing in nucleotide sequence, (b) being affixed at a different locus to a 
substrate, (c) being In the range of 10-1000 nucleotides in length, and (d) being 

20 complementary and hybridizable to a functional site listed in Table 1 or its 

complement, wherein the loci at which said different polynucleotides are situated 
are at least 5%, 10% or 15% of the total loci of the array; and wherein said nucleic 
acids are enriched in ACEs or fragments thereof of at least 10 base pairs. 

In other various embodiments of the foregoing methods and 

25 compositions, polynucleotides comprising or hybridizable to functional site 
sequences or their complement or fragments of the functional sites or 
complements of at least 15, 20, 30 or 40 nucleotides represent at least 15%, 20%, 
25%, 30%, 40%, 50%, 60%, 70%, 80%, or 90% of the polynucleotides on a 
positionally addressable polynucleotide array, and the polynucleotides comprising 
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or hybrid izable to functional site sequences listed in Table 1 or tlieir complennents 
(or fragments thereof of at least 15, 20, 30 or 40 nucleotides) represent at least 
15%, 20%, 25%, 30%, 40%, 50%, 60%, 70%, 80%, or 90% of said polynucleotides 
comprising or hybridizable to functional site sequences or fragments. Further, in 
5 various embodiments, the plurality of polynucleotides on a positionally addressible 
array is at least 100, at least 200, at least 300, at least 400, at least 500, at least 
600, at least 800, at least 1,000, at least 5,000, at least 10,000 or at least 20,000 
different polynucleotides. 

In a specific embodiment, a nucleic acid sample of a patieht (e.g., a 

10 genomic DNA sample), or a sample derived therefrom, is sequenced in order to 
determine whether one or more functional sites listed in Table 1 are present. 
Preferably, the genotype of the functional site is determined, in order to see 
whether the particular sequence listed in Table 1 , or a variant thereof, is present 
The sequencing can be done by any method known in the art, e.g., sequencing by 

15 hybridization (e.g., using the hybridization methods and arrays described above). 

In a specific embodiment, the functional sites (e.g., of a patient) 
being sequenced comprise preferably at least 3 different functional sites, more 
preferably at least 5 different functional sites, more preferably at least 10 different 
functional sites, more preferably at least 20 different functional sites, and yet more 

20 preferably at least 50 different functional sites. In a preferred embodiment, a 
profile of functional sites contains primarily or exclusively functional sites 
associated with the same gene, functional sites associated with the same disease 
(e.g., as set forth in Table 1), and/or functional sites associated with a group of 
related diseases (e.g., cancers or cardiovascular disorders). 

25 BRIEF DESCRIPTION OF THE OF THE DRAWINGfS) 

Figure 1 . The position of a clone from PS008 which was confirmed 
by a QRT-PCR to be a DNasel hypersensitive site. Clone #123456 was mapped to 
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a genomic location on chromosome 3 approximately 5 kb upstream of the 
transcriptional start site of the ECT2 gene. Primers were designed for an amplicon 
encompassing the clone and the hypersensitivity measured by quantitative real 
time PGR (as described in the Examples section). 
5 Figure 2. Creation of Reference DNA. Nuclei are digested with 

DNasel to preferentially introduced double-stranded breaks into DNasel 
hypersensitive sites. These sites are repaired and A-tailed so they can be ligated 
to a common biotinylated adaptor. Following fraction of the genome by digestion 
with Main the biotinylated DNA is separated on paramagnetic strepavldin coated 
10 beads, and the bulk of the genome (Malll-Malll fragments) washed away. The 
isolated DNA, which is enriched in hypersensitive sites, is ligated to a second 
adaptor (to allow PGR amplification downstream) and recovered from the beads by 
A/ofl-digestion. 

Figure 3, Creation of Subtractive DNA. DNA isolated from DNasel- 
15 digested nuclei is either digested with Nla\\\ alone (to create PS005-Subtractant 
DNA) or split into aliquots and digested with Pst\, Sphl, Nsi\ or Sad and then 
pooled (to create PS008-Subtractant DNA). Digestion by all these enzymes 
generates ends with four nucleotide 3' overhangs which are resistant to 
Exonucleaselll-digestion. Exonuclease 111 will digest double-stranded breaks 
20 introduced by digestion with DNasel to render the fragments single stranded. 

Single-stranded fragments are subsequently digested by Mung Beam Nuclease (a 
5' to 3' exonuclease). Following digestion the remaining fragments are biotinylated 
by the dual action of Terminal Transferase in the presence of Biotin-ddUTP and 
chemical labelling with photobiotin. The resultant populations of Subtractant DNAs 
25 are heavily biotinylated and depleted in hypersensitive sites, 

DETAILED DESCRIPTION OF THE INVENTION 

The expression of genes relies upon the coordinated activities of 
numerous regulatory networks, all of which ultimately exert their influence through 
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functional sites within genomic DNA, This set of functional sites may be referred to 
as the "regulome." These functional sites represent the key regulatory regions of 
genomic DNA and, thus, govern gene expression and all related biological 
processes, including, e.g., cell proliferation, differentiation, development, and 
5 apoptosis. Furthermore, since the vast majority of diseases are polygenic and due 
to quantitative variation in gene expression/regulation, the vast majority of 
functional genetic mutations that cause or modulate disease will be found within 
functional sites of the regulome. 

The unique characteristics and phenotype of a cell are largely 

1 0 dictated by the specific pattern of gene expression associated with the cell. 

Indeed, it is widely understood that different cell types express different genes and 
that gene expression changes in response to different biological cues and external 
stimuli, such as, e.g., growth factors, cytokines, and drugs. Accordingly, a cell may 
be characterized by its specific pattern of gene expression and activity, which, in 

15 turn, may be identified based upon the specific functional sites active or present in 
the cell. The identification of functional sites present in a specific cell, including, 
e.g., a disease cell or a cell treated with a specific drug, therefore, provides a novel 
and powerful means of characterizing or identifying a cell and observing changes 
in cellular behavior associated with a variety of factors, including disease and drug 

20 treatment, for example. 

The present invention provides novel compositions comprising 
functional sites identified in genomic DNA and methods for using the same. The 
functional sites of the present invention are listed in Table 1 , along with the 
following identifying characteristics: 

25 Table Legend : Sequences of functional site clones of the described 

HS-enriched libraries. The genomic location of each sequence is shown as is the 
closest gene and any association that gene has with a disease state. 

Column 1: SEQ ID NO: of the functional site in the sequence listing. 
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Column 2: CID. Candidate Identity; a unique number defining eacfi 

sequence. 

Column 3: Library. The HS-enriclied iibrary out of wiiicli tlie 
sequence was derived. 
5 Column 4: Chromosome. The number of the human chromsome to 

which the sequence was mapped using Build 12 of the human genome. 

Column 5: Position. The genomic co-ordinates of the sequence 
(reading from the 5' end) following mapping to the assigned chromosome on 
UCSC build 12 of the human genome (UCSG version hg12, obtained from the 
10 UCSC Genome Bioinformatics Site, located at genome.ucsc.edu). 

Column 6: Gene Name. The closest gene to the position of the 
functional site. 

Column 7: Feature. The sequence is mapped relative either 
upstream of the 5' end of the chosen gene (5'), is internal to the gene and mapped 
15 downstream to the 5' end but not beyond the 3' end of the gene (TRANSC) or 
downstream of the 3' end of the gene (3'). 

Column 8: Offset. The position of the sequence relative to the 
indicated Feature. 

Column 9\ Sense. The strand on which the sequence has been read; 
20 upper strand (1 ) or lower strand (-1 ). 

Column 10: Gene ID. The identity of the selected gene as provided 
by ENSEMBL. 

Column 11: Gene Description. The information regarding the 
selected gene as appears in the associated GeneCards or EnsembI Database. 
25 Column 12: Disease. Disease states were as listed in the 

GeneCards Database (http://bioinfo.weizmann.ac.il/cards/). 

Column 13: Sequence. The sequence pertaining to the CID. 

Such compositions and methods allow the identification and 
characterization of functional sites present within different cells and tissues. 
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Including disease cells, and the Identification and cliaracterizatlon of cells and 
cellular responses. The compositions and methods of the invention provide an 
integrated approach combining molecular, high throughput, and blolnformatic and 
computational methods, which permits genome-wide global analysis of functional 
sites. Such genome-wide profiling of functional sites has broad applications in cell 
characterization, and may be applied, e.g., to identify disease genes and 
regulatory networks, determine the effects of drugs and other agents, and develop 
unique characteristic markers of cells, including different cell or tissue, types, 
disease cells, and cells treated with different drugs or agents, for example. 

The invention, in certain embodiments, provides functional sites and 
libraries and arrays of functional sites. Relatedly, the invention provides, inter alia, 
methods of Identifying or profiling functional sites within cells, methods of 
identifying and characterizing cells, and methods of regulating gene expression, as 
further described infra. 

The following definitions are provided to assist in understanding the 
various embodiments of the invention as described: 

A "functional site" or an "active chromatin element" or "ACE" (which 
terms are used interchangeably herein) is a specific region of genomic DNA, 
which in the context of nuclear chromatin, is associated with a disruption in 
chromatin structure and Is accessible to a DNA-modifying agent, and which Is 
associated with preferably one of the following characteristics: (i) 10-50 times 
greater hypersensitivity to the DNA modifying agent relative to the nearby region; 
(ii) 50-100 times greater hypersensitivity to the DNA modifying agent relative to the 
nearby region; (iii) 100-150 times greater hypersensitivity to the DNA modifying 
agent relative to the nearby region; and (iv) 150-200 times greater hypersensitivity 
to the DNA modifying agent relative to the nearby region; and/or one, two, three, 
four, five, six or all seven of the following characteristics: (v) an intrinsic ability to 
confer hypersensitivity to the DNA modifying agent when excised from Its native 
location and inserted into at least one different location in the genome of a cell of 
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the same cell type ; (vi) the ability to reconstitute a site that is hypersensitive to the 
DNA modifying agent when a nucleic acid comprising the nucleotide sequence 
flanked by at least 1000 bp on each side is assembled into chromatin in an in vitro 
reconstitution assay in the presence of nucleosomal proteins and a cell extract; 
5 (vii) Is non-nucleosomal when present In chromatin isolated from one or more 
cells; (viii) is embedded in DNA associated with histones that have a high degree 
of acetylation when present in chromatin isolated from one or more cells; (ix) 
greater solubility than nucleosomal material in moderate salt solutions (e.g., 150 
mM NaCI and 3mM MgCh) when present in chromatin isolated from one or more 

10 cells; (x) is a non-coding sequence; or (xi) does not occur greater than 1 0 times In 
a genome of the organism in which the ACE is identified.. Functional sites Include 
Isolated polynucleotides corresponding to and forming an inseparable and 
dominant component of functional sites. Functional sites are biologically-bounded 
by flanking nucleosomes and span the inter-nucleosomal interval, which is 

15 approximately 150-250 base pairs in length. A functional site typically contains a 
core domain of approximately 80-100 base pairs in length, which is required for 
formation of the functional site in vivo. In addition, a functional site sequence may 
further contain flanking regions that modulate the activity of the core domain. A 
functional site may also be referred to herein as an active chromatin element or 

20 ACE, 

A 'functional site variant" is a region of genomic DNA, which differs in 
sequence as compared to a functional site at the same genomic location. A 
functional site variant may or may not be a functional site in one or more cells 
wherein the corresponding functional site is present. 
25 A " chromatin modifying agent" (CMA) is an agent capable of 

modifying genomic DNA, in the context of nuclear chromatin, in a detectable 
manner. Examples of DNA-modifying agents and associated modifications Include 
nucleases (non-specific, e.g., DNase I, and sequence-specific, e.g., restriction 
endonucleases), DNA-binding proteins (modified and non-modified), DNA- 
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modifying enzymes (e.g., metliyl transferases, acetylases), DNA-intercalating 
agents (e.g., bleomycin, topoisomerases), and integrating viruses. 

The "regulome" is the complete set of ail functional sites present in a 

species. 

5 A "tissue regulome" is the complete set of all functional sites present 

in a particular cell or tissue. 

A "regulotype" Is a set of functional sites present in a particular 
individual or organism. Thus, a "regulotype" is specific for the particular individual 
or organism. 

10 A "tissue regulotype" is a set of functional sites present in a particular 

cell or tissue of a particular individual or organism. Thus, a tissue regulotype is 
specific for the particular cell or tissue-type. 

"Profiling" is identifying the presence or absence of functional sites in 
a particular cell at one or more particular genomic loci. Depending upon the origin 
15 and/or treatment of the cell being profiled, profiling includes, e.g., tissue profiling, 
disease profiling, drug profiling, and functional mutant profiling. Profiling may be 
used to determine the pattern of functional site presence or absence specific to a 
particular cell or tissue, including, e.g., a diseased cell or a cell treated with a drug. 

"Locus profiling" is identifying functional sites present in a particular 
20 cell at a particular genomic locus. 

A "gene" is a contiguous region of genomic DNA that consists of the 
sequences that encode a polypeptide and substantially all of the sequences that 
regulate expression of the coding sequences. 

A "regulatory pathway" is a collection of cellular constituents that 
25 regulate the expression of one or more gene products, wherein each cellular 
constituent is influenced according to some biological mechanism (e.g., 
cooperative binding, DNA or protein modification, etc.) by one or more other 
constituents of the collection. 

35 



wo 03/106635 



PCT/US03/18714 



An "array" is a plurality of different nucleic acids immobilized at 
positionaily-addressable locations on a solid pliase surface. 

A "microarra/' is an array in whicli the Immobilized nucleic acids are 
located within a region of less than 6.25 cm^ in size (although the solid phase 
5 surface can be much larger). 

A "regulatory array" is an array of nucleic acids, each comprising a 
functional site sequence or functional site variant sequence. 

A "pharmaceutical regulatory array" is an array of nucleic acids, each 
comprising a functional site sequence or functional site variant sequence 
10 associated with one or more specific genes known or presumed to be involved in 
pharmaceutical response or metabolism. 



A- Polynucleotides, Vectors, and Cells Comprising Functional Sites 

Until now, sequences and location information of functional sites 
within genomic DNA have not been available on a large scale and medical 

15 advances have been greatly hindered from this lack of information. The 

sequences of the discovered fragments, herein termed "functional sites" and their 
genomic locations, are provided in Table 1 . These sequences are typically about 
100 to 300 bases long, and it is estimated that they can each bind approximately 6 
- 1 0 proteins. Genomic locations include the chromosomal location of a nucleic 

20 acid sequence, as identified by routine chromosomal mapping procedures or by 
comparison to a database of nucleic acid sequences and their chromosomal 
location, for example. It is estimated that there are approximately 150,000 - 
200,000 functional sites present within the human genome and that approximately 
40,000 - 50,000 functional sites are active in any particular cell type. 

25 The DNA sequences listed in Table 1 are provided with their genome 

locations. These functional site sequences were discovered as hypersensitive 
sites in chromatin. While generally not including repetitive sequences or encoding 
protein sequences, each functional site sequence listed, nevertheless, was found 
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morphologically active In certain iiuman cells. The functional activity of each 
functional site Is Important to the expression of one or more protein encoding 
genes. 

I- Functional Site Polynucleotides 

5 In one embodiment, the Invention provides polynucleotides 

comprising, consisting essentially, or consisting of one or more functional sites, or 
variants or complements thereof. Specific functional site polynucleotide 
sequences of the invention are provided In Table 1 . The polynucleotides of the 
Invention are not, however, limited to these specific and illustrative sequences. 
10 Rather, the Invention encompasses any and all functional sites of any and all 
genomes. For example, functional sites of the present Invention Include those 
identified or present in the genome of any animal, virus, or plant. In certain 
embodiments, functional sites include those present in a mammalian genome, 
such as, for example, a human, mouse, or pig genome. 

''^ Size 

Functional site sequences are generally size-restricted and 
biologically bounded by (1) the positions of flanking nucleosomes and (2) limits on 
the area of DNA over which thermodynamically stable nucleoprotein complexes 
may fomi. The extent of the functional site typically spans the Inter-nucleosomal 

20 inten/al of approximately 1 50-250 bp. This interval corresponds to the size of 
sequence that Is needed to place a nucleosome, and it has been a common 
assumption that functional sites represent a break in the cannonical nucleosomal 
array that constitutes the vast majority of chromatin. 

In certain embodiments, a core domain within a functional site 

15 sequence can be identified which is restricted to a region of approximately 80-1 00 
base pairs in length, over which DNA-protein Interactions take place. It has been 
shown that the cooperative binding of transcription factors to such core regions are 
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sufficient to exclude a nucleosome in vitro (Adams and Worl^man, Mol. Cell BioL, 
15: 1405), and this has been accepted as a common mechanism for how these 
sites may form in vivo. Nucleosomal mapping experiments have shown that 
functional sites such as the Drosopliila tisp26 promoter (Lu et al., EMBO J. 14; 
5 4738) and the human p-globin HS2 (Kim and Murray, Int. J. Biochem. Cell Biol 33: 
1 183) are non-nucleosomal. It is thought that most functional sites are non- 
nucleosomal in nature (Boyes and Felsenfeld, EMBO J. 15: 2496; Wallrath e^ a/., 
Bioessays 16:165). These conclusions are well-supported in the literature (e.g., 
ibid and Struhl K. Science. 2001 Aug 10;293(5532): 1054-5). However, several 

10 functional sites are known to still have bound histone proteins and transcription 
factors, suggesting that the functional sites may exist in conjunction with a 
modified nucleosome. 

Flanking sequences surrounding the core region appear to modulate 
the activity of this core region, though this effect tapers off as the distance from the 

15 core region increases. The boundaries of the sequences needed for functional 
activity, e.g., hypersensitivity activity, can be defined functionally by performing 
deletional analysis in studies following stable transfection of cells (Philipsen et ai,, 
EMBO J. 9: 2159) or transgenic studies (Zhou et al., J Cell Sci. 108:3677). These 
approaches define the minimum extent of sequence required to retain the 

20 biological function associated with the functional site under examination. 

ii- Clusters of transcription factors binding elements 
High resolution studies of DNA sequences of known regulatory 
regions demonstrate that these regions often represent clusters of recognition sites 
for promoter-specific DNA-binding proteins (Emerson ef a/., 1985). Very few of 
25 these binding elements can be predicted on the basis of DNA sequence alone. 
Recent studies using chromatin immunoprecipitation have revealed that the 
'consensus' binding motifs of transcription factors have both low sensitivity and 
very low specificity in predicting actual sites of /r? vivo DNA-protein interaction. 
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However, this prediction can be substantially improved (and in nnany cases 
rendered definitive) with prior knowledge that the motif occurs in a region known to 
comprise a functional site. 

iii- Catalytic activity 

5 Functional site-forming genomic DNA sequences have unique 

physical properties. In principle, these sequences can be said to function In a 
'catalytic' manner that is analogous to the interaction between an enzyme and its 
substrate. These DNA sequences contribute to the free energy of formation of a 
nucleoprotein complex in a manner that dramatically increases its probability of 

10 activation vs. neighboring DNA regions. 

An important finding has been that these sequences only function so 
when they are assembled into genomic chromatin. The sequences adopt a 
particular topological confirmation, which is compatible with the coalescence of 
numerous proteins, some in contact with DNA and some in contact with other 

15 proteins. This results in the formation of a nucleoprotein complex. The formation 
of the complex is precisely correlated with a particular sequence, which drastically 
lowers its activation energy with respect to other sequences, and also with respect 
to contact of those proteins with one another in vivo under random circumstances. 
The final product is stochastic, in the sense that it forms in an all-or-none fashion 

20 (e.g., Felsenfeld et al Proc Natl Acad Sci USA. 1996 Sep 3;93(18):9384; Boyes & 
Felsnfeld EMBO J. 1996 May 15;15(10):2496). 

The rate of formation can be measured through interrogation with the 
quantitative nucleosensitivity assay described below and in more detail in PCT 
Publication No. WO 02/097135 and U.S. Patent Applications Serial No. 10/157,027 

25 and Serial No. 10/319,440, which are hereby incorporated be reference in their 
entirety. When examined over a time-course of digestion, a characteristic 
'signature' relationship can be derived for each catalytic sequence, which can be 
quantified and assigned a mathematical constant. A further conceptual parallel 
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with other catalytic processes is that nucleoprotein complex formation can be 
manipulated through the introduction of point mutations or small deletions or 
insertions in the "active site" (critical DNA binding bases) or "allosteric" sites 
(juxtaposed sequences). This principle has been demonstrated in numerous 
5 publications {e.g., Stamatoyannopoulos etal EMBO J. 1995 Jan 3;14(1):106). 

Iv. Intrinsic ability to form 

A further defining feature of functional sites is that the function of the 
DNA sequence component - i.e. its complex-forming activity - is intrinsic. The 
principal evidence for this is the fact that these sequences can be excised and 

10 inserted into other positions in the genome, where they exhibit the same functional 
chromatin activities. Substantial experimental experience from model systems has 
revealed that functional sites can form when included in either constructs used to 
create stably transfected cell lines (Fraser et aL, 1990) or transgenic animals 
(Lowrey etal. Proc Natl Acad Sci USA. 1992 Feb 1;89(3):1 143-7; Levy-Wilson et 

15 a/., 2000). 

V, Activity in transgenic systems 

Many functional sites can be shown to have regulatory influences on 
the expression of reporter genes when included in constructs in transfection or 
transgenic systems. Such systems can be used to demonstrate activities 

20 associated with promoters (Furbass et aL, 2001), transcriptional enhancers (Levy- 
Wilson et al., 2000) and transcriptional silencers (Oritz et aL, 1999). Functional 
sites have also been reported to behave as insulator elements, defined as 
sequences that prevent the transmission of chromatin structure features 
associated with the genomic location into which the construct has integrated, in 

25 various transgenic models (Li et aL, 2002; Mustkov et aL, 2002; Rivella et aL, 

2000). Functional sites can act as elements capable of opening chromatin, which 
may act singly (Nemeth et aL, 2001 ) or in a coordinated fashion with other 
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functional sites (commonly termed a Locus Control Region (LI et aL, 2002; 
Shewchuk et aL, 2001 )). 

As such, these transgenic assays represent a tool for identifying and 
classifying functional sites on the basis of function and also defining the minimum 
size of fragment on which the function is confined. 

vL Activity in chromatin reconstitution systems 

Functional sites can be Included in templates for reconstitution 
protocols (Leach et a/., 2002) or in vitro assembly systems (Becker et ai., 1991) 
and are capable of directing the formation of chromatin structure similar to that 
detected in vivo. 

vii. Nucieoprotein complexes 

In general, the majority of functional sites are believed to bind 
multiple (e.g., three or more - with an expected average of 6-7) DNA binding 
proteins, which may be, e.g., either ubiquitous transcription factors or proteins with 
a specific pattern of expression. The cooperative binding of transcription factors 
has been shown to be sufficient to exclude a nucleosome in vitro (Adams and 
Workman, 1995), and this has been accepted as a common mechanism for how 
these sites may form in vivo. Nucleosomal mapping experiments have shown that 
functional sites such as the Drosopfiila hsp26 promoter (Lu et aL, 1995) and the 
human p-globin HS2 (Kim and Murray, 2001) are non-nucleosomal. It Is thought 
that most functional sites are non-nucleosomal in nature (Boyes and Felsenfeld, 
1996; Wallrath et aL, 1994). 

it has also been proposed and demonstrated that, in certain rare 
circumstances, some DNA sequences can form functional sites in the absence of 
protein binding (i.e., purely on the basis of their Internal structural properties). 
Examples of these include the CpG-island associated with the human glucose-6- 
phosphate dehydrogenase gene that forms in yeast (Mucha et aL, 2000) and 
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sequences associated with repeats giving rise to human chromatin fragile sites 
(Hsu and Wang, 2002). Other functional sites have been identified in ternary 
complexes between the bound transcription factors, underiying DNA sequence and 
the still associated histones (Steger and Workman, 1997). 

5 viii. Fractionation properties 

Typically, functional sites are embedded in accessible chromatin. 
Some of the discovered properties of accessible transcriptionally competent 
chromatin include increased generalized sensitivity to nuclease digestion, patterns 
of histone modification (accessible chromatin has high levels of histone 
10 acetylation) and higher solubility In moderate salt solutions (such as 150 mM NaCI 
and 3 mlVI MgCb). These properties allow the preparation of chromatin fractions 
enriched in functional sites (Spencer and Davie, 2001). 

IX. Biological activities 

Focal alterations in chromatin structure, such as those associated 
15 with functional sites, are the hallmark of active regulatory sequences in eukaryotic 
genomes. These alterations display remarkably similar physical properi:ies 
irrespective of genomic location or even of species of origin. Exemplary activities 
are provided in Table 2 

20 Table 2. Activities Associated with Fimctional Sites 



Property 


Definition 


Examples 


Reference 


Promoter 


Transcriptional 
promoter 


Murine retroviral IVIMTV- 
LTR 

Drosophila hsp26 
Human cholinergic gene 


Bresnick et 
al, 1992 

Keene et a!., 
1981 

Tanaka ef a/., 
1998 


Transcriptional 
Enhancer 


Upregulates 
transcription from 
linked gene 


Human yff-globin HS2 
Human apoB enhancer 

Rat PPK enhancer 

Human CD34 enhancer 


Kong ef a/., 
1997 

Levy-Wilson 
et a/., 2000 
Holloway and 
La Gamma, 



42 



wo 03/106635 



PCT/US03/18714 









1992 

Radomska ef 
a/., 1998 


Transcriptional 
Silencer 


Downregulates 
transcription from 
linked gene 


Mouse \gK silencer 
Chicken apoVLDLII 
silencer 

Murine IL-5 silencer 
Murine TCRa silencer 


Liu etaL, 
2002 

Hache and 
Deeley, 1988 
Arima et ai., 
2002 

Oritz efaA, 
1999 


l\/latrix 

Attachment 

Region 


Tether chromatin to 
protein backbone 


MARs within human 
CD8 gene complex 
Chicken a-globin MAR 


Kieffer et al., 
2002 

de Moura 
Gallo ef a/., 
1992 


Origin of 

Replication 

(ORI) 


Origin of DNA 
replication 


Puffll/9AOR\ 


-Urnov et al, 
2002 ' 


Recombination 
Sites 


Sites of frequent 

chromosome 

translocations 


AML1/RUNX1 
breakpoints in t(8;21) 
leukemia 


Zhang a/., 
2002 



X. Position relative to genes 

An important feature of functional sites that has emerged (and, in 
some cases such as the globin genes, has been exhaustively investigated) is that 
the genomic proximity of a gene to a functional site is the principal determinant of 
5 the Influence of that functional site on the regulation of that gene. Functional site 
sequences may be located upstream (5'), downstream (3') or within genomic 
regions containing transcribed regions of a gene. Accordingly, functional sites may 
be located within transcribed regions of a gene. 

Functional sites may also be located in clusters within a region of 

10 genomic DNA. Each individual functional site is typically involved in the regulation 
of one or more genes. However, clusters or combinations of functional sites often 
coordinately regulate genes. That is, it was found that many functional sites can 
work together, as will be appreciated by a skilled artisan. Many of these 
combinations are seen as clusters physically located on the same chromosome or 

15 near a certain gene, for example. However, other functional sites coordinately 
control expression, even though they are found in disparate regions of the 
genome. These groups may be identified by assays that detect their effects, such 
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as assays that compare whether the functional sites of the invention are active in 
particular cell types or under particular conditions such as growth conditions or 
chemical or environmental exposures. Functional sites that are present or active 
in the same or similar cells or conditions are likely involved in the coordinate 
regulation of one or more genes. Accordingly, in certain embodiments, the 
invention provides sets of functional sites associated with a particular gene or 
cluster. Such functional sites may be associated with a specific chromosome, and 
may be within a specific distance from each other, including, for example, within 50 
bp, 100 bp, 500 bp, 1 kb, 2 kb, 5 kb, 10 kb, 100 kb, or greater than 100 kb. 

xl- Repetitive content 

Functional site sequences can essentially be thought of as being 
unique in the genome, save in cases where the sequences lie in segmental 
duplications. 

xii. Method of identifying 
Functional sites may also be defined or characterized based upon 
their method of identification. Detailed methods of identification are described 
below, and In certain embodiments, functional sites of the invention include those 
sequences identified according to any one of these methods. In certain 
embodiments, functional sites are genomic sequences that are accessible to or 
modified by any DNA modifying agent, including those described infra. 

b. Subsets and Combinations of Functional Sites 

In certain embodiments, the invention includes sets or groups of 
functional sites. These sets may be characterized by any means available, 
including, for example, the specific DNA cleaving or tagging agent used to identify 
the functional sites, the specific cell or tissue source of genomic DNA from which 
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the functional sites were isolated, or the genomic location of the functional sites, 
for example. 

In certain embodiments, the invention identifies and Includes 
functional sites identified from a specific tissue or cell. Further, these functional 
5 sites may be limited to those identified at a specific or identifiable biological point 
or condition, such as, for example a certain developmental stage, cell cycle state 
or diseased state. Accordingly, the present invention includes sequences 
comprising functional sites, or fragments or portions thereof, identified in the 
genome of specific cells or tissues. By identifying functional sites present in a 

10 particular cell type and/or at a specific biological condition, the invention provides a 
discrete genomic fingerprint, referred to as a "tissue regulotype" associated with 
the specific cell or tissue, which may be used to identify cells and identify genes 
that govern a variety of cellular processes, including, for example, cellular 
differentiation, specialized cell function, and/or disease establishment and/or 

15 progression. 

In certain embodiments, the invention includes only newly identified 
functional sites or sequences. 

In another embodiment, the invention includes the polynucleotide 
sequences of genes identified as being regulated by functional sites of the 
20 invention, their corresponding cDNAs and complements, primers specific for the 
genes or cDNAs; polypeptides encoded by the genes, and antibodies specific for 
these encoded polypeptides. 

The invention further includes combinations and groupings of 
functional sites. Each individual functional site is involved in the regulation of one 
25 or more genes. However, combinations of functional sites typically coordinately 
regulate genes, as will be appreciated by a skilled artisan. Many of these 
combinations are seen as clusters physically located on the same chromosome or 
near a certain gene, for example. However, other functional sites coordinately 
control expression, even though they are found in disparate regions of the 
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genome. These groups may be identified by assays that detect their effects, such 
as assays that compare whether the functional sites of the invention are active in 
particular cell types or under particular conditions such as gro\Arth conditions or 
chemical or environmental exposures. Functional sites that are present or active 
5 in the same or similar cells or conditions are lil^ely involved in the coordinate 
regulation of one or more genes. Accordingly, in certain embodiments, the 
invention provides arrays of functional sites associated with a particular gene or 
cluster- Such functional sites may be associated with a specific chromosome, and 
may be within a specific distance from each other, including, for example, within 
10 100 bp, 500 bp, 1 kb, 2 kb, 5 kb, 10 kb. 100 kb, or greater than 100 kb. 

in one embodiment, the invention provides a fusion polynucleotide 
consisting of or comprising a plurality of functional site sequences. In certain 
embodiments, a polynucleotide consisting of or comprising a plurality of functional 
site sequences includes multiple functional site sequence isolated according to a 
15 procedure described herein and concatamerized to form a single polynucleotide. 
In one embodiment, the polynucleotide may contain sequences corresponding to 
all or part of a restriction enzyme recognition site or linker sequence between each 
previously isolated functional site sequence. Fusion polynucleotides according to 
the invention may contain specific sets of functional sites, such ks those 
20 associated with a specific cell type, disease, or drug treatment, for example. 
Fusion polynucleotides of the invention represent portions of the genome 
corresponding to functional sites. Fusion polynucleotides range in length and may, 
in certain embodiment, contain greater than 10 megabases (mb). Accordingly, the 
invention Includes fusion polynucleotides of at least 1 kb, at least 5 kb, at least 10 
25 kb, at least 50 kb, at least 100 kb, at least 500 kb, at least 1 mb, at least 2 mb, at 
least 3 mb, at least 4 mb, at least 5 mb, at least 6 mg, at least 7 mg, at least 8 mb, 
at least 9 mb, at least 10 mb, and all integer values in between. The invention 
further comprises functional fragments effusion polynucleotides, which contain 
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one or more functional sites or core regions. Such fragments are described more 
generally infra, 

c. Complements, Variants and Fragments of Functional 
Sites 

5 The invention also includes polynucleotides comprising variants and 

complements of polynucleotide sequences of the invention. Complements may be 
used for a variety of purposes, including, for example, to detect the presence of a 
functional site sequence. In certain embodiments, complements are completely 
complementary to a polynucleotide sequence of the invention, including fragments 

10 thereof. However, the skilled artisan would understand that it is not required that 
complements are completely complementary to the entirety of a polynucleotide of 
the invention. In certain embodiments, complements are complementary to a 
portion of any polynucleotide of the invention and may be less than completely 
complementary. In specific embodiments, however, complements of the invention 

15 are capable of hybridizing to a polynucleotide of the invention under stringent or 
moderately-stringent conditions, as set forth below. As such, complements include 
oligonucleotides, such as those suitable for performing polymerase chain reaction. 

The invention includes variants of polynucleotides of the invention 
and complements thereof. Examples of specific variants include allelic variants, 

20 including those associated with a disease and homologs from different organisms 
or species. Typically, polynucleotide variants will contain one or more 
substitutions, additions, deletions and/or insertions. Variants also encompass 
homologous genes of xenogenic origin. 

The invention includes variants lacking one or more functions 

25 associated with the corresponding functional site of the invention, e.g. the ability to 
bind a polypeptide bound by the functional site, the ability to regulate gene 
expression in the same manner as the functional site, or the ability to be identified 
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according to the procedures described herein to identify functional sites. In certain 
embodiments, a variant Is associated with a disease. 

In other embodiments, variants retain one or more functions 
associated with the corresponding functional site. Functional sites of the invention 
5 typically form nucleoprotein complexes by binding one or more proteins. The 
skilled artisan would recognize that such binding may not require the exact 
sequence of a functional site of the invention and that certain nucleotide deletions, 
additions, or substitutions may be tolerated without substantially or completely 
preventing binding. Indeed, it has been shown that protein binding nucleic acid 

10 sequences frequently comprise a consensus sequence, which may consist of the 
core nucleotides required for protein binding. Accordingly, functional variants of 
the invention include polynucleotides with an altered sequence as compared to an 
identified functional site, but which retain one or more physical or functional 
properties of the functional site, including any of the propertied described above, 

15 the ability to affect transcription of a linked gene, or the ability to bind the same 
polypeptide as the native sequence, for example. Such binding may be 
determined by any method available in the art, including, for example, 
electrophoretic mobility shift assays performed in the presence or absence of an 
antibody specific for the polypeptide that binds the native polynucleotide. 

20 Variants of the invention may be identified by a variety of means, 

including sequence homology to a polynucleotide of the invention or the ability to 
hybridize to a polynucleotide sequence of the invention or complement thereof. In 
certain embodiment, the invention includes polynucleotides with at least 60% 
identity, at least 70% identity, at least 80% identity, at least 90% identity, at least 

25 95%, at least 98%, at least 99%, or any integer value between and including 70% 
and 99% identity, to a polynucleotide of the invention, including a functional site or 
fragment or complement thereof. 

The term sequence homology, as described herein, refers to the 
sequence relationships between two or more nucleic acids, polynucleotides, 
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proteins, or polypeptides, and is understood in the context of and in conjunction 
witli tlie ternns including: (i) reference sequence, (ii) comparison window, (iii) 
sequence identity, (iv) percentage of sequence identity, and (v) substantial identity 
or homologous. 

5 (i) A reference sequence refers to a sequence used as a basis 

for sequence comparison. A reference sequence may refer to a subset of or the 
entirety of a specified sequence or complement thereof. 

(ii) A comparison window includes reference to a contiguous and 
specified segment of a polynucleotide sequence, wherein thie polynucleotide 

10 sequence may be compared to a reference sequence and wherein the portion of 
the polynucleotide sequence in the comparison window may comprise additions, 
substitutions, or deletions {i.e., gaps) compared to the reference sequence (which 
does not comprise additions, substitutions, or deletions) for optimal alignment of 
the two sequences. Generally, the comparison window is at least 20 contiguous 

15 nucleotides in length, and optionally can be 30, 40, 50, 100, or longer. Those of 
skill in the art understand that to avoid a misleadingly high similarity to a reference 
sequence due to inclusion of gaps in the polynucleotide sequence a gap penalty is 
typically introduced and is subtracted from the number of matches. 

Methods of alignment of sequences for comparison are well known in 

20 the art. Optimal alignment of sequences for comparison may be conducted by the 
local homology algorithm of Smith and Waterman, Adv. Appl. Math. 2: 482 (1981); 
by the homology alignment algorithm of Needleman and Wunsch, J, Mol BioL 48: 
443 (1970); by the search for similarity method of Pearson and Lipman, Proc. Natl. 
Acad. ScL 8: 2444 (1988); by computerized implementations of these algorithms, 

25 including, but not limited to: CLUSTAL in the PC/Gene program by Intelligenetics, 
Mountain View, California, GAP, BESTFIT. BLAST, FASTA, and TFASTA in the 
Wisconsin Genetics Software Package, Genetics Computer Group (GCG), 7 
Science Dr., Madison, Wisconsin, USA; the CLUSTAL program is well described 
by Higgins and Sharp, Gene, 73: 237-244, 1988; Higgins and Sharp, CABIOS 
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:1 1-13, 1989; Corpet, et aL, Nucleic Acids Research, 16:881-90, 1988; Huang, et 
a!., Computer Applications in the Biosciences 8:1-7, 1992; and Pearson, et aL, 
Methods in Molecular Biology 24:7-331 , 1994. The BLAST family of programs 
which can be used for database similarity searches includes: BLASTN for 
5 nucleotide query sequences against nucleotide database sequences; BLASTX for 
nucleotide query sequences against protein database sequences; BLASTP for 
protein query sequences against protein database sequences; TBLASTN for 
protein query sequences against nucleotide database sequences; and TBLASTX 
for nucleotide query sequences against nucleotide database sequences. See, 

10 Current Protocols in Molecular Biology, Chapter 19, Ausubel, et aL, Eds., Greene 
Publishing and Wiiey-lnterscience, New York, 1 995, New versions of the above 
programs or new programs altogether will undoubtedly become available in the 
future, and can be used with the present invention. 

Unless otherwise stated, sequence identity/similarity values provided 

15 herein refer to the value obtained using the BLAST 2.0 suite of programs using 
default parameters. Altschul aL, Nucleic Acids Res, 2:3389-3402, 1997. It is to 
be understood that default settings of these parameters can be readily changed as 
needed in the future, 

(iii) "Sequence identity" or "identity" in the context of two nucleic 
20 acid or polypeptide sequences includes reference to the residues in the two 

sequences which are the same when aligned for maximum correspondence over a 
specified comparison window, and can take into consideration additions, deletions 
and substitutions. 

(iv) "Percentage of sequence identity" means the value 

25 determined by comparing two optimally aligned sequences over a comparison 
window, wherein the portion of the polynucleotide sequence in the comparison 
window may comprise additions, substitutions, or deletions (Y.e., gaps) as 
compared to the reference sequence (which does not comprise additions, 
substitutions, or deletions) for optimal alignment of the two sequences. The 
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percentage is calculated by determining the number of positions at which the 
identical nucleic acid base or amino acid residue occurs in both sequences to yield 
the number of matched positions, dividing the number of matched positions by the 
total number of positions in the window of comparison and multiplying the result by 
5 100 to yield the percentage of sequence identity. 

(v) (i) The term "substantial identity" or "homologous" in their various 
grammatical forms means that a polynucleotide comprises a sequence that has a 
desired identity, for example, at least 60% identity, preferably at least 70% 
sequence Identity, more preferably at least 80%, still more preferably at least 90% 

10 and most preferably at least 95%, compared to a reference sequence using one of 
the alignment programs described using standard parameters. One of skill will 
recognize that these values can be appropriately adjusted to determine 
corresponding identity of proteins encoded by two nucleotide sequences by taking 
into account codon degeneracy, amino acid similarity, reading frame positioning 

15 and the like. Substantial identity of amino acid sequences for these purposes 
normally means sequence identity of at least 60%, more preferably at least 70%, 
80%, 90%, and most preferably at least 95%. It further includes sequences with at 
least 70-99% sequence identify, including all integer values in-between, including, 
for example, 90, 91 , 92, 93, 94, 95, 96, 97, and 98. 

20 Another indication that nucleotide sequences are substantially 

identical is if two molecules hybridize to each other under stringent conditions. 
The phrase "stringent hybridization conditions" refers to conditions under which a 
probe will hybridize to its target complementary sequence, typically in a complex 
mixture of nucleic acids, but to no other sequences. Stringent conditions are 

25 sequence-dependent and circumstance-dependent; for example, longer 

sequences hybridize specifically at higher temperatures. An extensive guide to the 
hybridization of nucleic acids is found in Tijssen, Techniques in Bioctiemistiy and 
Molecular Biology-Hybridization with Nucleic Probes, "Overview of principles of 
hybridization and the strategy of nucleic acid assays" (1993). In the context of the 
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present invention, as used herein, the term "hybridizes under stringent conditions" 
is intended to describe conditions for hybridization and washing under which 
nucleotide sequences at least 60% homologous to each other typically remain 
hybridized to each other. Preferably, the conditions are such that sequences at 
6 least about 65%, more preferably at least about 70%, and even more preferably at 
least about 75% or nriore homologous to each other typically remain hybridized to 
each other. 

Generally, stringent conditions are selected to be about 5-1 0°C lower 
than the thermal melting point (Tm) for the specific sequence at a defined ionic 

10 strength pH. The Tm is the temperature (under defined ionic strength, pH, and 
nucleic concentration) at which 50% of the probes complementary to the target 
hybridize to the target sequence at equilibrium (as the target sequences are 
present in excess, at Tm, 50% of the probes are occupied at equilibrium). 
Stringent conditions will be those in which the salt concentration is less than about 

15 1.0 M sodium ion, typically about 0.01 to 1.0 M sodium ion concentration (or other 
salts) at pH 7,0 to 8.3 and the temperature is at least about 30°C for short: probes 
(for example, 10 to 50 nucleotides) and at least about aO^'C for long probes (for 
example, greater than 50 nucleotides). Stringent conditions may also be achieved 
with the addition of destabilizing agents, for example, formamlde. For selective or 

20 specific hybridization, a positive signal is at least two times background, preferably 
10 times background hybridization. 

Exemplary, non-limiting stringent hybridization conditions are as 
following: 50% formamide, 5x BSC, and 1% SDS, incubating at 42°C, or, 5x SSC, 
1 SDS, incubating at 65°C, with wash in 0.2x SSC, and 0.1% SDS at 65X. 

25 Alternative conditions include, for example, conditions at least as stringent as 
hybridization at 68°C for 20 hours, followed by washing in 2x SSC, 0.1% SDS, 
twice for 30 minutes at 55°C and three times for 15 minutes at 60°C. Another 
alternative set of conditions is hybridization in 6x SSC at about 45°C, followed by 
one or more washes in 0.2x SSC, 0.1% SDS at 50-65°C. For PCR, a temperature 
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of about 36°C is typical for low stringency amplification, although annealing 
temperatures may vary between about 32°C and 48°C depending on primer 
length. For high stringency PGR amplification, a temperature of about 62''C is 
typical, although high stringency annealing temperatures can range from about 
5 50°C to about 65°C, depending on the primer length and specificity. Typical cycle 
conditions for both high and low stringency amplifications include a denaturation 
phase of 90°C - 95°C for 30 sec. - 2 min., an annealing phase lasting 30 sec, - 2 
min., and an extension phase of about 72°C for 1 - 2 min. 

Nucleic acids that do not hybridize to each other under stringent 

10 conditions can be still substantially identical if they hybridize under moderately 
stringent conditions. Exemplary "moderately stringent hybridization conditions" 
include a hybridization in a buffer of 40% formamide, 1 M NaCI, 1% SDS at 37°C, 
and a wash in 1x SSC at 45°C. A positive hybridization is at least twice 
background. Those of ordinary skill will readily recognize that alternative 

15 hybridization and wash conditions can be utilized to provide conditions of similar 
stringency. 

In certain embodiments, the invention includes fragments of 
functional sites. It is understood, as described above, that functional sites typically 
contain a core region associated with functional activity, as well as flanking 

20 regions. Accordingly, the invention includes fragments and regions of functional 
sites, including fragments consisting of or comprising core regions of functional 
sites. In certain embodiments, such fragments possess at least one physical or 
functional characteristic of the functional site from which they were derived. 
Functional fragments may be identified based upon any associated biological, 

25 biochemical, or physical function and by any available means. Thus, functional 
fragments of the invention include fragments capable of affecting or regulating 
(e.g. increasing or reducing) transcription of an operatively-linked gene, capable of 
binding to a transcription factor, capable of recruiting a transcriptional cofactor, 
capable of being methylated, and capable of directing methylation, demethylation, 
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acetylation, deacetylation, or any other modification of genomic DNA or chromatin, 
for example. Furthermore, it is not necessary that the functional fragment 
possesses the associated function in isolation; rather, a functional fragment may 
require the presence of additional regulatory or other nucleic acid sequences to 
5 function. 

In one embodiment, a nucleic acid comprises between 10 and 75 
bases identical to a sequence shown in Table 1 . In another embodiment, a nucleic 
acid may comprise between 12 and 30, 15 to 50, 50 to 300, 100 to 200 or all of a 
sequence listed in Table 1 . In most Instances, at least 1 0 bases of a sequence 

10 desirably are used, preferably at least 20, and more preferably at least 50 bases. 
In additional embodiments, the present invention provides polynucleotide 
fragments comprising various lengths of contiguous stretches of sequence 
identical to or complementary to one or more of the sequences disclosed herein. 
For example, polynucleotides are provided by this invention that comprise at least 

15 about 10, 15, 20, 30, 40, 50, 75, 100, 150, 200, 300, 400, 500 or 1000 or more 
contiguous nucleotides of one or more of the sequences disclosed herein as well 
as all Intermediate lengths there between. It will be readily understood that 
"intermediate lengths", in this context, means any length between the quoted 
values, such as 16, 17, 18, 19, etc.] 21, 22, 23, etc.; 30, 31, 32, etc.] 50, 51, 52, 

20 53, etc.] 100, 101, 102, 103, etc.] 150, 151, 152, 153, etc.] Including all integers 
through 200-500; 500-1,000, and the like. 

In another embodiment, the invention includes fragments of 
functional site polynucleotides that do not possess a functional activity associated 
with the functional site. Such fragments may include, for example, probes or 

25 primers suitable for identifying, selecting or amplifying polynucleotides. Probes 
and primers of the invention include those corresponding to a region of a functional 
site or a complement thereof. In certain embodiments, probes and primers are 
preferably greater than 6 bases long, greater than 8, 10, 12, 16, or greater than 20 
bases long. The term nucleic acid probe or oligonucleotide probe refers to a 
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nucleic acid capable of binding to a target nucleic acid of complementary 
sequence through one or more types of chemical bonds, usually through 
complementary base pairing and usually through hydrogen bond formation. As 
used herein, a probe includes natural (i.e., A, G, C, or T) or modified bases 
5 (7-deazaguanosine, inosine, etc.). In addition, the bases in a probe may be joined 
by a linkage other than a phosphodiester bond, so long as it does not interfere with 
hybridization. It will be understood by one of skill in the art that probes may bind 
target sequences lacking complete complementarity with the probe sequence 
depending upon the stringency of the hybridization conditions. The probes may be 

10 directly labeled with isotopes, such as, for example, chromophores, lumiphores, or 
chromogens, or indirectly labeled, such as with biotin to which a streptavidin 
complex may later bind. The presence or absence of a target polynucletoide 
sequence of interest, such as a functional site, in a sample may be readily 
determined by determining the binding of a probe to the sample or the 

1 5 amplification of a PGR product from the sample. 

In many embodiments, a functional site or nucleic acid of the 
invention Is used at least in one stage as an isolated nucleic acid. The term 
isolated means a material that is at least partially free from components that 
normally accompany the material in the material's native state. Isolation connotes 

20 a degree of separation from an original source or surroundings, isolated, as used 
herein, means that a polynucleotide is substantially away from other coding 
sequences, and that the DNA molecule does not contain large portions of 
unrelated coding DNA, such as large chromosomal fragments or other functional 
genes or polypeptide coding regions. Of course, this refers to the DNA molecule 

25 as originally isolated, and does not exclude genes or coding regions later added to 
the segment by the hand of man. By way of example and not limitation, a nucleic 
acid or peptide that is 0.1% pure in a biological sample becomes "isolated" when it 
is purified to at least 0.2% purity. In certain embodiments, the isolated material will 
become substantially free of cellular material, viral material, or culture medium 
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when produced by recombinant DNA techniques, or chemical precursors or other 
chemicals when chemically synthesized. Purity and homogeneity are typically 
determined using analytical chemistry techniques, for example, polyacrylamide gel 
electrophoresis or high performance liquid chromatography. An isolated DNA 
5 molecule prepared by chemical synthesis or enzymatic synthesis from cDNA 
represents another common example of isolated DNA. A skilled artisan knows a 
wide variety of procedures for preparing such isolated DNA via removing 
contaminants, thus making the DNA more homogeneous. 

Nucleic acids that contain active genetic sequences may be of a 

10 variety of types, Including deoxyribonucleotides or ribonucleotides and polymers 
thereof in either single- or double-stranded form. The term encompasses nucleic 
acids containing known nucleotide analogs or modified backbone residues or 
linkages, including synthetic, naturally occurring, and non-naturally occurring, 
which have similar binding properties as the reference nucleic acid. Examples of 

15 such analogs include, without limitation, phosphorothioates, phosphoramidates, 
methyl phosphonates, chiral methyl phosphonates, 2-O-methyl ribonucleotides, 
and peptide-nucleic acids (PNAs). 



d. Vectors and Cells Comprising Functional Sites 

Nucleic acids or polynucleotides of the invention may be inserted into 
20 vectors, including, for example, propagation and expression vectors, as described 
below. Vectors may include, but are not limited to, plasmids, episomes, 
baculovirus, retrovirus, lentivirus, adenovirus, and parvovirus, including adeno- 
associated virus. A variety of host cells may be used according to the invention, 
including, for example, mammalian cells, such as CHO, COS-7, or 293 cells. 
25 Other suitable host organisms include bacterial species (e.g., E. coli and Bacillus), 
other eukaryotes such as yeast (e.gr., Saccharomyces cerevisiae), plant cells and 
insect cells (e.g., Sf9). Suitable combinations of vectors and host cells are well 
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known in the art. Accordingly, vectors containing a polynucleotide of the Invention 
and cells containing such a vector are among the aspects of the invention. 

Vectors useful for the propagation of polynucleotide sequences are 
known and readily available in the art. Examples of such vectors include pUC 
5 vectors, pBluescript vectors, and pGEM vectors (Promega Corporation, Madison, 
Wl). In certain embodiments, such vectors are capable of propagating in 
prokaryotic or eukaryotic cells, such as bacteria, e.g., E. coli, or yeast, e.g., S. 
cerevislae. 

Functional sites are useful In directing gene expression. In certain 

10 embodiments, the invention provides expression vectors comprising one or more 
polynucleotide sequences of the invention operably linked to a coding region, e.g., 
such that the polynucleotides of the invention regulate expression of the coding 
region. Vectors comprising nucleic acids of the invention are also particularly 
useful in directing the expression of an associated or operably-linked gene in a 

1 5 specific cell type or developmental stage, since nucleic acid sequences of the 

invention Include functional sites identified as being active in a specific cell type or 
under specific conditions. Such vectors may further comprise additional regulatory 
elements, such as, but not limited to, promoter sequences and enhancer 
sequences. A wide variety of suitable vectors for expression in eukaryotic cells are 

20 available. Such vectors Include pCMVLacI, pXT1 (Stratagene Cloning Systems, 
La Jolla, CA); pCDNA series, pREP series, pEBVHis (Invitrogen, Carlsbad, CA). 

Typical regulatory elements within vectors include a promoter 
sequence that contains elements that direct transcription of a linked gene and a 
transcription termination sequence. At minimum, the expression vector contains a 

25 promoter sequence, which may be the functional site sequence or a different 

promoter sequence. As used herein, a "promoter" refers to a nucleotide sequence 
that contains elements that direct the transcription of a linked gene. At minimum, a 
promoter contains an RNA polymerase binding site. When a promoter Is linked to 
a gene so as to enable transcription of the gene, it Is "operatively linked". The 
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promoter may be in the form of a promoter that is naturally associated with the 
gene of interest. Altematively, the nucleic acid may be under control of a 
heterologous promoter not normally associated with the gene. Tissue specific 
promoter/enhancer elements may be used. In certain instances, the promoter 
5 elements may drive constitutive or inducible expression of the nucleic acid of 

interest. For expression in mammalian cells, mammalian promoters may be used, 
as well as viral promoters or any other promoter capable of driving expression in 
mammalian cells. 

The expression vectors typically include a promoter designed for 

10 expression of the proteins in a desired host cell (e.g., eukaryotic). Such promoters 
are widely available and are well known In the art. Promoters for expression In 
eukaryotic cells include the P10 or polyhedron gene promoter of baculovirus/insect 
cell expression systems (see, e.g., U.S. Patent Nos. 5,243,041, 5,242,687, 
5,266,317, 4,745,051, and 5,169,784), MMTV LTR, CMV IE promoter, RSV LTR, 

15 SV40, metallothionein promoter (see, e.g., U.S. Patent No. 4,870,009) and the like. 

Examples of other regulatory elements that may be present include 
secretion signal sequences, origins of replication, selectable markers, 
recombinase sequences, enhancer elements, nuclear localization sequences 
(NLS) and matrix association regions (MARS). In other preferred embodiments, 

20 the vector also includes a transcription terminator sequence. A "transcription 
terminator region" has either a sequence that provides a signal that terminates 
transcription by the polymerase that recognizes the selected promoter and/or a 
signal sequence for polyadenylation. 

Preferably, vectors of the invention are capable of replication in the 

25 host cells. Thus, when the host cell is a bacterium, the vector preferably contains 
a bacterial origin of replication. Preferred bacterial origins of replication include the 
f1-ori and col El origins of replication, especially the or! derived from pUC 
plasmids. In yeast, ARS or CEN sequences can be used to assure replication. A 
well-used system in mammalian cells is SV40 ori. 
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The vectors also preferably include at least one selectable marker 
that is functional in the host. A selectable marker gene includes any gene that 
confers a phenotype on the host that allows transformed cells to be identified and 
selectively grown. Suitable selectable marker genes for bacterial hosts include the 
ampicillin resistance gene (AmpO, tetracycline resistance gene (TcO and the 
kanamycin resistance gene (KanO- The kanamycin resistance gene is presently 
preferred. Suitable markers for eukaryotes usually require a complementary 
deficiency in the host (e.g., thymidine kinase (tk) in tk- hosts). However, drug 
markers are also available (e.g., G418 resistance and hygromycin resistance). 

A polynucleotide of the invention may further be coupled to a reporter 
gene to determine the regulatory activity of the polynucleotide. An example of a 
reporter gene is a nucleic acid that encodes an easily assayed protein such as 
chloramphenicol acetyltransferase. Examples of reporter genes include genes 
encoding alkaline phosphatase, |3-galactosidase, and neomycin 
phosphotransferase. Other examples of reporter genes and their activities are 
shown in Table 3. 



Table 3 

Protein 

CAT (chloramphenicol 
acetyltransferase) 

GAL (p-galactosidase) 

GUS (p-glucuronidase) 

LUC (luciferase) 

GFP (green fluorescent protein) 



Activity & Measurement 

Transfers radioactive acetyl groups to 
chloramphenicol; 

detection by thin layer chromatography 
and autoradiography 

Hydrolyzes colorless galactosides to 
yield colored products. 

Hydrolyzes colorless glucuronides to 
yield colored products. 

Oxidizes luciferin, emitting photons. 

Fluoresces on irradiation with UV. 
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Reporter genes may attach to other sequences so that only the 
reporter protein is made or so that the reporter protein is fused to another protein 
(fusion protein). Reporter genes "report" many different properties and events, for 
example: (i) the strength of promoters, whether native or modified for reverse 
5 genetics studies; (ii) the efficiency of gene delivery systems; (iii) the intracellular 
fate of a gene product, a result of protein traffic; (iv) the interaction of two proteins 
in the two-hybrid system or of a protein and a nucleic acid in the one-hybrid 
system; (v) the efficiency of translation initiation signals; and (vi) the success of 
molecular cloning efforts. 

10 A host cell may be transformed with one or more vectors described 

herein. A host cell as termed herein means a naturally occurring cell or a 
transformed cell capable of supporting the replication or expression of the vector. 
Host cells may be cultured cells, explants, cells in vivo, and the like. Host cells 
may be prokaryotic cells, for example, E. coli, or eukaryotic cells, for example, 

15 yeast, Insect, amphibian, or mammalian cells, for example, CHO, HeLa, and the 
like. Vectors may be introduced into host cells by a variety of methods well known 
In the art, depending upon the type of vector and corresponding host cell. Such 
methods are provided in detail in Molecular Cloning: A Laboratory Manual, Third 
Edition, eds. Sambrook et aL Cold Spring Harbor Press, 2001 . For example, 

20 eukaryotic host cells may be transfected with plasmid or episomal vectors or 
infected with viral vectors. Bacterial or yeast host cells may be transformed with 
plasmid vectors, for example. Host cells may contain expression vectors in any 
manner, e.g., transiently, as episomes, or stably integrated into the host cell 
genome. 

25 e- Transgenic, Knockout and Knockdown Reagents, Cells, 

Animals 

The invention also includes transgenic and knock-out cells, plants, 
and animals comprising a disrupted nucleic acid sequence of the invention. 
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Transgenic and knockout cells of the invention include any suitable plant or animal, 
including humans and other mammals, such as mice, for example. Transgenic 
and knockout animals of the invention include suitable plants and non-human 
animals, including mice, or example. Methods for obtaining transgenic and 
5 knockout animals are known and available in the art. 



i. Transgenic cells and animals 

In one embodiment, the invention includes a transgenic animal that 
expresses a polynucleic acid or polypeptide, wherein expression is regulated by a 
nucleic acid of the invention. Accordingly, the invention further includes vectors 

10 suitable for the generation of a transgenic animal. Methods of generating 

transgenic animals are described, for example, in Hofker, M.H. (ed.), Van Deursen, 
J., and Sklar, HT., (2002), Transgenic Mouse: Methods and Protocols 
(Methods in Molecular Biology), Humana Press, Clifton, NJ. Transgenic cells 
and animals of the invention are particularly useful in providing or expressing a 

15 functional polypeptide in a particular cell or at a specific time in development or cell 
cycle, for example. A nucleic acid of the invention may be chosen to direct gene 
expression based upon the identification of the cell types and times during which it 
is active or hypersensitive. 



ii. Knockout cells and animals 

20 In another embodiment, a nucleic acid sequence of the invention is 

disrupted in an animal using knock-out methods, such that expression of a gene 
regulated by said sequence is altered. The invention, thus, includes knockout 
vectors, such as targeting or homologous recombination vectors, for example, and 
gene trap vectors, as well as cells an animals comprising all or part of such a 

25 vector within the genome of at some of their cells. Methods of generating a mouse 
containing an introduced gene disruption are described, for example, in Hogan, B. 
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et aL, (1994), Manipulating the Mouse Embryo: A Laboratory Manual, 2nd ed., 
Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY. 

In one embodiment, gene targeting, wliich is a method of using 
homologous recombination to modify a cell's or animal's genome, can be used to 
5 introduce changes into cultured embryonic stem cells. By targeting a nucleic acid 
sequence of interest in ES cells, these changes can be introduced into the 
germlines of animals to generate chimeras and knock-out animals. Knockout cells 
and animals of the invention are useful In Identifying genes regulated by the 
disrupted nucleic acid of the invention and the function of the disrupted nucleic 

1 0 acid of the invention. 

Methods of designing and constructing vectors, and methods of 
introducing vector sequences into a genome are well known in the art and are 
described, for example, in Gene Targeting: A practical Approach, 2nd ed, 
(2000), Joyner, A.L., ed., Oxford University Press, New York; Gene Targeting 

15 Protocols (Methods in Molecular Biology, Vol. 133), (2000), Kmiec, E.B. and 
Gruenert, D.C., eds., Humana Press; and Torres, R.M. etaL, Laboratory 
Protocols For Conditional Gene Targeting (1 997), Oxford University Press, 
Oxford; and references cited within, all of which are incorporated by reference. 
Specific vectors are also described in U.S. patents No. 5,364,783, No. 5,464,764 

20 (positive-negative selection). No. 5,487,992, No. 5,627,059, No. 5,631,153, No. 
5,719,055 (transposons), No. 5,830,698, No. 5,998, 144, No. 6,280,937, No. 
6,284,541, No. 6,139,833, 6,303,327, No. 6,319,692, No. 6,329,200, and No. 
6,080,576, and references and patents cited therein. Generally, vectors of the 
invention may be constructed, propagated, isolated, and examined using routine 

25 molecular biology techniques such as restriction enzyme digestion, polymerase 
chain reaction, ligation, transformation, and southern blotting, according to 
procedures well known in the art and described in Current Protocols in 
Molecular Biology, (2001), Ausubel et aL (eds.), John Wiley & Sons, New York 
and Sambrook, etaL, Molecular Cloning: A Laboratory Manual, (2001), Cold 
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Spring Harbor Laboratory Press, Cold Spring Harbor, New York, and U.S. Patent 
No, 5,789,215, for example. 

iii. Knockdown cells and animals 

In certain embodiments, tlie invention includes knockdown reagents 
5 targeted to functional sites or genes associated with or regulated by functional 
sites, and cells and animals comprising said reagents. Such knockdown reagents 
may be used, for example, to alter, e.g. reduce, increase, or disrupt, the 
expression of one or more genes regulated by a targeted functional site. 
Knockdown reagents include any of a variety of agents that may reduce mRNA 

1 0 levels. Knockdown reagents include, for example, ribozymes, antisense RNA, and 
double-stranded RNAs, including small interfering RNAs (siRNAs) and short 
hairpin RNAs (shRNAs). 

Antisense oligonucleotides have been demonstrated to be effective 
and targeted inhibitors of protein synthesis, and, consequently, can be used to 

15 specifically inhibit protein synthesis by a targeted gene. The efficacy of antisense 
oligonucleotides for inhibiting protein synthesis is well established. For example, 
the synthesis of polygalactauronase and the muscarine type 2 acetylcholine 
receptor are inhibited by antisense oligonucleotides directed to their respective 
mRNA sequences (U. S. Patent 5,739,119 and U. S. Patent 5,759,829). Further, 

20 examples of antisense inhibition have been demonstrated with the nuclear protein 
cyclin, the multiple drug resistance gene (MDG1), lCAM-1, E-selectin, STK-1, 
striatal GABAa receptor and human EOF (Jaskulski et ai, Science. 1988 Jun 
10;240(4858):1 544-6; Vasanthakumar and Ahmed, Cancer Commun. 
1989;1(4):225-32; Peris et aL, Brain Res Mol Brain Res. 1998 Jun 15;57(2):310- 

25 20; U. S. Patent 5,801,154; U.S. Patent 5,789,573; U. S. Patent 5,718,709 and 
U.S. Patent 5,610,288). Furthermore, antisense constructs have also been 
described that inhibit and can be used to treat a variety of abnormal cellular 
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proliferations, e.g. cancer (U. S. Patent 5,747,470; U. S. Patent 5,591,317 and U. 
S. Patent 5,783,683). 

Therefore, in certain embodiments, the present invention provides 
oligonucleotide sequences that comprise all, or a portion of, any sequence that is 
5 capable of specifically binding to a selected target polynucleotide sequence, or a 
complement thereof. In one embodiment, the antisense oligonucleotides comprise 
DNA or derivatives thereof. In another embodiment, the oligonucleotides comprise 
RNA or derivatives thereof. The antisense oligonucleotides may be modified 
DNAs comprising a phosphorothioated modified backbone. Also, the 

10 oligonucleotide sequences may comprise peptide nucleic acids or derivatives 
thereof. In each case, preferred compositions comprise a sequence region that is 
complementary, and more preferably, completely complementary to one or more 
portions of a target gene or polynucleotide sequence. Selection of antisense 
compositions specific for a given sequence is based upon analysis of the chosen 

15 target sequence and determination of secondary structure, Tm, binding energy, and 
relative stability. Antisense compositions may be selected based upon their 
relative Inability to form dimers, hairpins, or other secondary structures that would 
reduce or prohibit specific binding to the target mRNA in a host cell. Highly 
preferred target regions of the mRNA include those regions at or near the AUG 

20 translation initiation codon and those sequences that are substantially 

complementary to 5' regions of the mRNA. These secondary structure analyses 
and target site selection considerations can be performed, for example, using v.4 
of the OLIGO primer analysis software and/or the BLASTN 2.0.5 algorithm 
software (Altschul et at,, Nucleic Acids Res. 1997, 25(17):3389-402). 

25 The use of an antisense delivery method employing a short peptide 

vector, termed MPG (27 residues), is also contemplated. The MPG peptide 
contains a hydrophobic domain derived from the fusion sequence of HIV gp41 and 
a hydrophillc domain from the nuclear localization sequence of SV40 T-antigen 
(Morris ef a/., Nucleic Acids Res. 1997 Jul 15;25(14):2730-6). It has been 
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demonstrated that several molecules of the MPG peptide coat the antisense 
oligonucleotides and can be delivered into cultured mammalian cells in less than 1 
hour with relatively high efficiency (90%). Further, the interaction with MPG 
strongly increases both the stability of the oligonucleotide to nuclease and the 
5 ability to cross the plasma membrane. 

According to another embodiment of the invention, ribozyme 
molecules are used to inhibit expression of a target gene or polynucleotide 
sequence. Ribozymes are RNA-protein complexes that cleave nucleic acids in a 
site-specific fashion. Ribozymes have specific catalytic domains that possess 

10 endonuclease activity (Kim and Cech, Proc Natl Acad Sci USA. 1987 

Dec;84(24):8788-92; Forster and Symons, Cell. 1987 Apr 24;49(2):211-20). For 
example, a large number of ribozymes accelerate phosphoester transfer reactions 
with a high degree of specificity, often cleaving only one of several phosphoesters 
in an oligonucleotide substrate (Cech et aL, Cell. 1981 Dec;27(3 Pt2):487-96; 

15 Michel and Westhof, J Mol Biol. 1990 Dec 5;216(3):585-610; Reinhold-Hurek and 
Shub, Nature. 1992 May 14;357(650): 173-6). This specificity has been attributed 
to the requirement that the substrate bind via specific base-pairing interactions to 
the internal guide sequence ("IGS") of the ribozyme prior to chemical reaction. 

At least six basic varieties of naturally-occurring enzymatic RNAs are 

20 known presently. Each can catalyze the hydrolysis of RNA phosphodiester bonds 
in trans (and thus can cleave other RNA molecules) under physiological 
conditions. In general, enzymatic nucleic acids act by first binding to a target RNA. 
Such binding occurs through the target binding portion of an enzymatic nucleic 
acid that is held in close proximity to an enzymatic portion of the molecule that acts 

25 to cleave the target RNA. Thus, the enzymatic nucleic acid first recognizes and 
then binds a target RNA through complementary base-pairing, and once bound to 
the correct site, acts enzymatically to cut the target RNA. Strategic cleavage of 
such a target RNA will destroy its ability to direct synthesis of an encoded protein. 
After an enzymatic nucleic acid has bound and cleaved its RNA target, it is 



65 



wo 03/106635 



PCT/US03/18714 



released from that RNA to search for another target and can repeatedly bind and 
cleave new targets. 

The enzymatic nature of a ribozyme may be advantageous over 
many technologies, such as antisense technology (where a nucleic acid molecule 
simply binds to a nucleic acid target to block its translation), since the 
concentration of ribozyme necessary to affect inhibition of expression is lower than 
that of an antisense oligonucleotide. This advantage reflects the ability of the 
ribozyme to act enzymatically. Thus, a single ribozyme molecule Is able to cleave 
many molecules of target RNA. In addition, the ribozyme is a highly specific 
inhibitor, with the specificity of inhibition depending not only on the base pairing 
mechanism of binding to the target RNA, but also on the mechanism of target RNA 
cleavage. Single mismatches, or base-substitutions, near the site of cleavage can 
completely eliminate catalytic activity of a ribozyme. Similar mismatches in 
antisense molecules do not prevent their action (Woolf et ai, Proc Natl Acad Sci U 
S A. 1992 Aug 15;89(16):7305-9). Thus, the specificity of action of a ribozyme Is 
greater than that of an antisense oligonucleotide binding the same RNA site. 

The enzymatic nucleic acid molecule may be formed in a 
hammerhead, hairpin, a hepatitis 5 virus, group I intron or RNaseP RNA (in 
association with an RNA guide sequence) or Neurospora VS RNA motif, for 
example. Specific examples of hammerhead motifs are described by Rossi et ai 
Nucleic Acids Res. 1 992 Sep 1 1 :20(1 7):4559-65. Examples of hairpin motifs are 
described by Hampel etal. (Eur. Pat. Appl. Publ. No. EP 0360257), Hampel and 
Tritz, Biochemistry 1989 Jun 13;28(12):4929-33; Hampel et a/., Nucleic Acids Res. 
1990 Jan 25;.18(2):299-304 and U. S. Patent 5,631 ,359. An example of the 
hepatitis 6 virus motif is described by Perrotta and Been, Biochemistry. 1992 Dec 
1 ;3 1 (47): 1 1 843-52; an example of the RNaseP motif is described by Guerrier- 
Takada et al.. Cell. 1983 Dec;35(3 Pt 2):849-57: Neurospora VS RNA ribozyme 
motif is described by Collins (Savllle and Collins, Cell. 1990 May 18;61(4):685-96; 
Saville and Collins, Proc Natl Acad Sci USA. 1991 Oct 1;88(19):8826-30; Collins 
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and Olive, Biochemistry. 1993 Mar 23;32(1 1 ):2795-9); and an example of the 
Group I intron is described in (U. S. Patent 4,987,071). Important characteristics of 
enzymatic nucleic acid molecules used according to the invention are that they 
have a specific substrate binding site which is complementary to one or more of 
5 the target gene DNA or RNA regions, and that they have nucleotide sequences 
within or surrounding that substrate binding site which impart an RNA cleaving 
activity to the molecule. Thus the ribozyme constructs need not be limited to 
specific motifs mentioned herein. 

Ribozymes may be designed as described in Int. Pat. Appl. Publ. No. 

10 WO 93/23569 and Int. Pat. Appl. Publ. No. WO 94/02595, each specifically 

incorporated herein by reference, and synthesized to be tested in vrtm and in vivo, 
as described. Such ribozymes can also be optimized for delivery. While specific 
examples are provided, those in the art will recognize that equivalent RNA targets 
in other species can be utilized when necessary. 

15 Ribozyme activity can be optimized by altering the length of the 

ribozyme binding arms, or chemically synthesizing ribozymes with modifications 
that prevent their degradation by serum ribonucleases (see e.g., Int. Pat. Appl. 
Publ. No. WO 92/07065; Int. Pat. Appl. Publ. No. WO 93/15187; Int. Pat. Appl. 
Publ. No. WO 91/03162; Eur. Pat. Appl. Publ. No. 92110298.4; U. S. Patent 

20 5,334,71 1 ; and Int. Pat. Appl. Publ. No. WO 94/13688, which describe various 
chemical modifications that can be made to the sugar moieties of enzymatic RNA 
molecules), modifications which enhance their efficacy in cells, and removal of 
stem II bases to shorten RNA synthesis times and reduce chemical requirements. 

RNA interi'erence methods using double-stranded RNA also may be 

25 used to disrupt the expression of a gene or polynucleotide of interest. A dsRNA 
molecule that targets and Induces degradation of an mRNA that is derived from a 
gene or polynucleotide of interest can be introduced into a cell. The exact 
mechanism of how the dsRNA targets the mRNA is not essential to the operation 
of the invention, other than the dsRNA shares sequence homology with the mRNA 
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transcript. The mechanism could be a direct interaction with the target gene, an 
Interaction with the resulting mRNA transcript, an interaction with the resulting 
protein product, or another mechanism. Again, while the exact mechanism is not 
essential to the invention, it is believed the association of the dsRNA to the target 
5 gene is defined by the homology between the dsRNA and the actual and/or 

predicted mRNA transcript It is believed that this association will affect the ability 
of the dsRNA to disrupt the target gene. DsRNA methods and reagents are 
described In PCT application WO 01/68836, WO 01/29058, WO 02/44321 , and 
WO 01/75164, which are hereby incorporated by reference in their entirety. 

10 In one embodiment of the invention, double-stranded RNA 

interference (dsRNAi) may be used to specifically inhibit target nucleic acid 
expression. Briefly, it is hypothesized that the presence of double-stranded RNA 
dominantly silences gene expression in a sequence-specific manner by causing 
the corresponding RNA to be degraded. Although first discovered in lower 

15 organisms such as the nematode and Drosphila, for example, dsRNAi has also 
been demonstrated to work in fungi, plants, and mammalian cells (Wianny, F. and 
Zernica-Goetz, M. (2000), Nature Cell Biology Vol. 2, 70-75). However, 
transfection of long dsRNAs into mammalian cells can result In nonspecific gene 
suppression, as opposed to the gene-specific suppression observed in other 

20 organisms. 

Although the mechanisms behind dsRNAi is still not entirely 
understood, experiments demonstrated that, in the ceil, a double-stranded RNA 
(dsRNA) is cleaved into short pieces, typically 21-25 nucleotides in length, termed 
small interfering RNAs (siRNAs), by a ribonuclease such as DICER. The siRNAs 
25 subsequently assemble with protein components into an RNA-induced silencing 
complex (RISC), which binds to and tags the complementary portion of the target 
mRNA for nuclease digestion. The siRNA triggers the degradation of mRNA that 
matches its sequence, thereby repressing expression of the corresponding gene. 
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Discussed in Bass, B. Nature 41 1:428-429 (2001) and Sliarp, P,A. Genes Dev. 
15:485-490 (2001). 

Double-stranded RNA-mediated suppression of gene and nucleic 
acid expression may be accomplished according to the invention by introducing 
5 dsRNA, siRNA or shRNA into cells or organisms. dsRNAs less than 30 

nucleotides in length do not appear to induce nonspecific gene suppression, as 
described above for long dsRNA molecules. Indeed, the direct introduction of 
sIRNAs to a cell can trigger RNAi in mammalian cells (Elshabir, S.M., et aL Nature 
41 1:494-498 (2001)), Furthermore, suppression in mammalian cells occurred at 

10 the RNA level and was specific for the targeted genes, with a strong correlation 
between RNA and protein suppression (Caplen, N. etaL, Proc. Natl. Acad. Sci. 
USA 98:9746-9747 (2001 )). In addition, it was shown that a wide variety of cell 
lines, including HeLa S3, COS7, 293, NIH/3T3, A549, HT-29, CHO-KI and MCF-7 
cells, are susceptible to some level of siRNA silencing (Brown, D. et al. TechNotes 

15 9(1):1-7, available at http://www.ambion.com/techlib/tn/91/912.html (9/1/02)). 

Structural characteristics of effective siRNA molecules have been 
identified. Elshabir, S.M. etaL (2001) Nature 411:494-498 and Elshabir, S.M. et 
aL (2001), EMBO 20:6877-6888. Accordingly, one of skill in the art would 
understand that a wide variety of different siRNA molecules may be used to target 

20 a specific gene or transcript. In certain embodiments, siRNA molecules according 
to the invention are 18-25 nucleotides in length, including each integer in 
between. In one embodiment, an siRNA is 21 nucleotides in length. In certain 
embodiments, siRNAs have 0-7 nucleotide 3' overhangs or 0-4 nucleotide 5' 
overhangs. In one embodiment, an siRNA molecule has a two nucleotide 3' 

25 overhang. In one embodiment, an siRNA is 21 nucleotides in length with two 
nucleotide 3' overhangs (/.e. they contain a 19 nucleotide complementary region 
between the sense and antisense strands). In certain embodiments, the 
overhangs are UU or dTdT 3' overhangs. Generally, siRNA molecules are 
completely complementary to one strand of a target DNA molecule, since even 
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single base pair mismatches have been shown to reduce silencing. In other 
embodiments, siRNAs may have a modified backbone composition, such as, for 
example, 2'-deoxy- or 2'-0-methyl modifications. However, in preferred 
embodiments, the entire strand of the siRNA is not made with either 2' deoxy or 2 - 
5 O-modified bases. 

In one embodiment, siRNA target sites are selected by scanning the 
target mRNA transcript sequence for the occurrence of AA dinucleotide 
sequences. Each AA dinucleotide sequence in combination with the 3' adjacent 
approximately 19 nucleotides are potential siRNA target sites. In one embodiment, 

10 siRNA target sites are preferentially not located within the 5' and 3' untranslated 
regions (UTRs) or regions near the start codon (within approximately 75 bases), 
since proteins that bind regulatory regions may interfere with the binding of the 
siRNP endonuclease complex (Elshabir, S. et al. Nature 41 1 :494-498 (2001 ); 
Elshabir, S. et al. EiVIBO J. 20:6877-6888 (2001)). In addition, potential target 

15 sites may be compared to an appropriate genome database, such as BLAST, 

available on the NCBI server at www.ncbi.nlm, and potential target sequences with 
significant homology to other coding sequences eliminated. 

Short hairpin RNAs may also be used to inhibit or knockdown gene 
or nucleic acid expression according to the invention. Short Hairpin RNA (shRNA) 

20 is a form of hairpin RNA capable of sequence-specifically reducing expression of a 
target gene. Short hairpin RNAs may offer an advantage over siRNAs in 
suppressing gene expression, as they are generally more stable and less 
susceptible to degradation in the cellular environment. It has been established that 
such short.hairpin RNA-mediated gene silencing (also termed SHAGging) works jn 

25 a variety of normal and cancer cell lines, and in mammalian cells, including mouse 
and human cells. Paddison, P. et aL, Genes Dev. 16(8):948-58 (2002). 
Furthermore, transgenic cell lines bearing chromosomal genes that code for 
engineered shRNAs have been generated. These cells are able to constitutively 
synthesize shRNAs, thereby facilitating long-lasting or constitutive gene silencing 
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that may be passed on to progeny cells. Paddison, P. et al., Proc. Natl. Acad. Sci. 
USA 99(3): 1443-1 448 (2002). 

ShRNAs contain a stem loop structure. In certain embodiments, they 
may contain variable stem lengths, typically from 19 to 29 nucleotides in length, or 
5 any number in between. In certain embodiments, hairpins contain 19 to 21 

nucleotide stems, while in other embodiments, hairpins contain 27 to 29 nucleotide 
stems. In certain embodiments, loop size is between 4 to 23 nucleotides in length, 
although the loop size may be larger than 23 nucleotides without significantly 
affecting silencing activity. ShRNA molecules may contain mismatches, for 
1 0 example G-U mismatches between the two strands of the shRNA stem without 
decreasing potency. In fact, in certain embodiments, shRNAs are designed to 
include one or several G-U pairings In the hairpin stem to stabilize hairpins during 
propagation in bacteria, for example. However, complementarity between the 
portion of the stem that binds to the target mRNA (antisense strand) and the 
15 mRNA is typically required, and even a single base pair mismatch is this region 
may abolish silencing. 5" and 3' overhangs are not required, since they do not 
appear to be critical for shRNA function, although they may be present (Paddison 
etal. (2002) Genes & Dev. 16(8):948-58). 

Libraries and Arra vs Comprising Functional Site 

20 Sequences 

The Invention further Includes libraries and an-ays of polynucleotide 
sequences comprising functional sites or fragments, complements or variants 
thereof. Libraries of functional sites are useful for a variety of purposes set forth 
herein, including, for example, identifying sequences that coordinately regulate 
25 specific genes or sets of genes. A library comprises at least two polynucleotide 
sequences of the invention or fragments or functional fragments thereof. Libraries 
may comprise isolated nucleic acid fragments, vectors comprising Inserts 
corresponding to nucleic acid sequences of the invention, or cells comprising such 



71 



wo 03/106635 



PCT/US03/18714 



vectors, for example. A library or "set" as termed here may have at least two 
members selected from Table 1 and may have at least 10 members, 100 
members, 500 members, 1,000 members, 2,000 members, 5,000 members, 
10,000 members, 20,000 members or even more than 30,000 members selected 
5 from these sequences. 

Libraries of the invention may include functional sites located 
throughout the genome, i.e., genome-wide libraries, or they may include functional 
sites associated with a specific region of the genome, such as, for example, a 
particular chromosome or within a particular distance of a known gene or mutation. 

10 In one embodiment, the invention provides a set of members of functional sites 
sites associated with chromosome 1 , 2, 3, 4, 5, 6, 7, 8, 9, 10, 1 1 , 12, 13, 14, 15, 
16, 17,18, 19, 20, 21,22, or 23. 

Libraries and arrays may also include functional sites associated with 
any recognizable of definable group, such as those described supra. Thus, a 

15 library may, for example, include functional sites associated with a particular cell or 
tissue type. These functional sites may be unique or specific to the particular cell 
or tissue, or they may be present in a number of tissues or constitutive, i.e. active 
in most or all cells and tissues. In one exemplary embodiment, the invention 
includes a library or array of functional sites associated with a particular cell type 

20 following the administration of an agent, such as a drug. In another embodiment, a 
library includes two or more functional sites or mutant functional sites associated 
with a specific disease or disorder, such as a neoplasia. In certain embodiments, 
a library or array comprises to or more functional sites or functional site mutants or 
variants associated with a leukemia (e.g., chronic myelogenous leukemia an acute 

25 myelogenous leukemia), hepatic carcinoma, breast cancer, prostate cancer, or 
lung cancer. Additional examples diseases or disorders with which the functional 
sites are associated are listed in Column 12 of Table 1. 

The sequences further may be used as substrates for producing 
cross-referenced libraries to define key active genetic elements. Many 
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hypersensitive sites are common between tissues and cells exposed to different 
stimuli. For example, some hypersensitive sites are associated with constltutively 
expressed genes, and some are unique and define the cell and its transcriptional 
program. To find these differentially formed hypersensitive sites, subtracted 
5 libraries can be made using hypersensitive sites cloned from two different 
populations as substrates. 

The present invention also provides arrays, including microarrays, of 
nucleic acids of the invention or fragments or functional fragments thereof. In 
addition, arrays may comprise cells of the invention. In certain embodiments, such 

10 arrays comprise two or more different polynucleotides or cells, each located at a 
discrete and positional addressable or identifiable position on a solid support or in 
discrete vessels. In another embodiment, an array may comprise a plurality of 
different polynucleotides or cells, with several different polynucleotides or cells 
located at a discrete position on a solid support or in a discrete vessel. Preferably, 

15 each position or vessel comprises 1, between 1 and 3, between 3 and 10, or 
between 10 and 100 different polynucleotides or cells. These polynucleotides or 
cells may be located In a positionally addressable location on the array, such that 
the identity of functional sites located at each location on the array is known or 
may be readily determined. Methods and procedures for producing arrays are well 

20 known in the art and include those described, for example, in U.S. Patent 

Application Serial Nos. 10/319,440, filed December 12, 2002, and 10/375,404, filed 
February 27, 2003, and PCT Application No. PCT/US02/15032, filed May 12, 
2002, and references cited therein, each of which is hereby incorporated by 
reference in its entirety. ' 

25 In particular embodiments, the invention provides arrays of 

polynucleotides comprising functional site sequences set forth in Table 1 or 
fragments or complements thereof. Such arrays may comprise or consist of sets 
of functional sites sequences, including, for example, sets of functional site 
sequences associated with a particular chromosome, gene, or other genomic 
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locus, sets of functional site sequences associated with a disease, clinical 
outcome, or therapeutic response. 

B. Methods of Identifying Functional Sites 

A variety of methods may be employed to identify functional site 
5 sequences of the invention. Detailed descriptions of methods of identifying and 
isolating functional sites are provided In U.S. Provisional Patent Applications No. 
60/108,206, No. 60/302,369, and No. 60/290,036, U.S. Patent Applications Serial 
No. 09/432,576, Serial No. 10/187,887, Serial No. 10/157,027, and Serial No. 
10/319,440, PCT Publication No. WO 02/097135, and PCT Application No. 

10 PCT/US02/15032, which are hereby incorporated by reference in their entirety. In 
addition, polynucleotides may be cloned from genomic libraries by routine 
procedures, including, or example, polymerase chain reaction, or synthesized 
using techniques well known in the art. 

In one embodiment, a general method of identifying functional sites 

1 5 includes the basic steps of: (1 ) treating nuclear chromatin with an agent that 

cleaves or tags DMA at functional sites; and (2) Isolating DNA segments flanking 
cleavage sites or tagged sites. In addition, the isolated DNA segments may be 
subcloned into a vector. The basic method may also be performed using in vitro 
assembled chromatin constructs. In one embodiment, the method further includes 

20 the step of amplifying the isolated DNA segments before subcloning, preferably by 
PGR. 

A variety of agents may be used to cleave or tag functional sites. 
Any agent capable of detecting a focal alteration in chromatin structure may be 
employed to identify functional site sequences. Functional sites are modified by 
25 the action of one or more of these factors on the biological sample, the best • 
documented and recognized example of which is the action of the non-specific 
endonuclease DNAse (e.g. EMBO J 14:106-16 (1995)). Non-specific 
endonucleases, such as Dnasel, are typically used to discover functional sites, but 
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Other agents can be used just as well. Potentially a subset of functional sites will 
note be detected by DNAse I and sets of functional sites may alternatively be 
identified by the actions of nucleases (both sequence-specific and non-specific), 
endogenous and exogenous); topoisomerases; nnethylases; acetylases; 
5 chemicals; pharmaceuticals (e.g. chemotherapy agents); radiation; physical 

shearing; nutrient deprivation (e.g. folate deprivation); etc. Essentially any agent, 
whether biological (e.g. enzymes), chemical (e.g. DNA bidning molecules), or 
physical (e.g. stress), which will modify DNA in the nucleus, which is not occluded 
in the folded chromatin structure but exists In open regions accessible to DNA 
10 binding activities and is, hence, more liable to break. For example, modifications 
of the DNA in the nucleus, such as the action of dam methylase, can be used as a 
marker when the DNA is subsequently purified, for example, by the use of 
restriction enzymes that are differentially sensitive to dam methylation. Exemplary 
classes of these agents and examples of such are set forth in Table 4. 

15 



Table 4. Agents Suitable for Detection of Functional Sites 



Class 


Desaiption 


Example 


Site examined 


'Keference 


Non-specific 
nucleases 


Endonucleases with 
Htde or no cutting 
specificity 


DNasel, 
DNasell, 
Micrococcal 
nuclease 


Chicken 

□ □globin 5' 

HSl 


Wood and 
Felsenfeld, 
1982 


Endogenous 
nucleases 




DNasel 






Resttiction 
endonucleases 


Sequence-specific 
endonucleases 


Pvull^Nhel 


Chicken 

etythtoid- 

specific 

□ Vn- 

globin 
enhancer 


Boyes and 
Felsenfeld, 
1997 


Modified DNA- 
binding ptoteins 


Synthetic proteins 
capable of binding 
witiiin sites of interest 
and inducing cutting or 
modification 


Spl + nuclease 
tail 

(PIN*POINT) 


Human 

MnSOD 

promoter 


Kuo et al^ 
2002 


DNA modifying 
enzymes 


DNA-binding enzymes 
which modify theit 
binding site 


dam DNA 
metiiyltransferase 


lacZ reporter 
gene in 
Drsophila 
nuclei 


Wines et al,^ 
1996 
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Intercalator 
agents 


DNA minot and major 
groove intercalators that 
cause strand breakage 


Bleomycin 






Topoisometases 


Naturally-occurring 
nuclear enzymes that 
change DNA linking 
number via single- or 
double-sttand breakage, 
DNA strand rotation, 
and re-Hgation 


Topo II 






Viruses 


Viruses that integrate 
into the genome 









Alternatively, specific classes of functional sites may be targeted. 
For example, those known to be bound by a specific protein can be enriched for 
either by adding exogenous modified protein, which binds to its recognition site 
5 with in the functional site and induces modification (e.g. by creating a chimeric 
DNA-binding protein with a methylase or by incorporation of cross-linking reagents 
such as 4-azidophenacylbromide (e.g. Proc. Natl. Acad. Sci USA 89: 10287- 
10291) or strand damage (e.g. by incorporation of 1251, the radioactive decay of 
which would cause strand breakage (e.g. Acta Oncol. 39: 681-785 (2000)). 
10 Advantag can also be taken of such proteins bound in their natural context by 
isolating the nucleoprotein complexes in chromatin containing such proteins via 
antibody recogniztion (the Chip protocol, Orlando et al., Methods 1 1 :205-214 
(1997)). 

An alternate approach is to produce functional site enriched samples 
15 by fractionation. Digestion of nuclei will create a population of fragments where 
the smaller ones are more likely to have one or more cut sites within functional 
sites. That is as, dependent on the digestion conditions, wither a functional site 
has received more than one cut to produce a small fragment whereas the 
background remains large. Alternatively, the functional site has been cut once, but 
20 the average distance between a functional site-cut and random cut or shear site is 
smaller than the average size of the entire population. Fragments can be 
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separated on the basis of their size, before or after purification of the DNA from 
chromatin, by various methods including ultracentrifugation, preparative gel 
electrophoresis or size exclusion columns. If the fragments are isolated from the 
nuclei as chromatin fractions, they can be further enriched for functional site- 
5 containing material prior to centrifugation on the basis of properties of the 
nucleoprotein complexes that distinguish them from bulk chromatin. These 
include, for example, higher salt solubility of active chromatin domains (Ridsdale et 
ai NucL Acids. Res, 16:5915-5926 (1988)), the reactivity of thiol groups on the 
histone H3 (Chen-Cleland ef a/., J. Biol, Chem, 268:23409-23416 (1993)) and the 
10 extraction of nucleosomal DNA by binding to sulfated polysaccharides, such as 
heparin (Watson ef a/., J. Biol. Chem. 274:21707-21703). 

Similarly, a variety of different methods may be utilized to isolate 
DNA segments containing functional sites, including the use of linkers, 
streptavidin/biotin, magnetic beads, and ab/hapten systems, for example. In 
15 certain embodiments, isolated functional sites may be labeled, e.g. when used to 
probe an array. The labeling of functional sites is achieved by standard methods, 
e.g., performing amplifications (linear or exponential) using synthetically labeled 
oligonucleotides (e.g. containing Cy5- or Cy3-modified nucleotides or amino allyl 
modified nucleotides, which allow for chemical coupling of dye molecules post- 
20 amplification), or by direct incorporation of modified nucleotides during the 
reaction. 

Additional embodiments of the general method of identifying 
functional sites include using subtractive methods designed to enrich functional 
site sequences and/or identify cell-specific functional sites. Subtractive methods 
^ 25 may also be employed to remove repetitive sequences. 

Another embodiment of the method of identifying functional sites 
involves concatamerizing isolated DNA segments, typically after further digesting 
the isolated fragments with a type lis restriction enzyme to generate fragments of 
uniform size. The concatamer approach permits the sequencing and identification 
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of multiple functional sites within a single polynucleotide sequence. In certain 
embodiment, linker sequences may be attached to one or more ends of the 
isolated fragments prior to concatamerization, typically by ligation. The boundaries 
of each isolated DNA segment, comprising a functional site, is readily determined 
5 by identifying the restriction site sequence or linker sequence located at one or 
both ends of each isolated DNA segment within the polynucleotide produced upon 
concatamerization . 

In one embodiment, the sensitivity of a region of genomic DNA to 
DNA-mbdifying agents is quantified using Real-Time PGR. Such methods allow 

1 0 quantitative characterization of the activity of functional sites and the identification 
of functional sites with cell-specific or disrupted activities. The method generally 
involves isolating chromatin, treating a portion of the chromatin with a DNA 
modifying agent, treating another portion of the chromatin with the DNA modifying 
agent under modified conditions, isolating treated DNA from each portion, 

15 amplifying the candidate region by Real-Time PGR from each portion, determining 
copy number of the candidate region, and comparing to a reference curve to obtain 
relative copy number ratio of the candidate region and the reference region. Thus, 
the sensitivity of the candidate region to the DNA modifying agent is thereby 
determined relative to the sensitivity of the reference region. Embodiments of this 

20 method may also be used to detect single stranded nicks and to quantify naturally 
occurring single stranded DNA structures in vivo. 

C. Methods of Using Polynucleotides Comprising Functional Sites 

The functional site sequences and genome location information 
provided in Table 1 may be used in whole or in part, individually or linked in 
25 combination with other sequences, as discovery tools and medical agents. The 
functional site sequences of the invention, alone or in combination with their 
genomic locations, may be used in a variety of different ways to identify genes and 
cells, including, e.g., disease genes and cells, and regulate gene expression. For 
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example, functional site sequences may be used to mal<e new DNA fragments, 
vectors, transgenic cells, transgenic organisms, and for new diagnostics that allow 
better diagnosis and intervention in disease affected by gene regulation. 

Since functional site sequences are regulatory elements involved in 
5 directing gene expression, functional sites of the invention may be employed 
according to the invention to direct gene expression. Furthermore, since the 
invention pnDvides functional sites associated with specific cells or tissues, specific 
functional sites may be used to direct expression to a particular cell type. 
Functional site sequences may be physically linked to a gene of interest, e.g.. In an 

1 0 expression vector, in order to direct expression of the gene, e.g., to a particular cell 
type or during a specific stage of differentiation or development. Accordingly, it Is 
understood that functional sites may be used to direct gene expression in any 
context, including, but not limited to, gene therapy or replacement therapy and 
transgenic expression. 

15 Furthermore, functional site activity provides a unique means of 

characterizing and identifying cells, which has broad diagnostic and therapeutic 
applications. Gene expression differs between different cell types, between 
normal and diseased cells, and in response to different stimuli. The differences in 
gene expression are mediated, in large part, by differing activity of regulatory 

20 sequences, i.e. functional sites, in different cells. Thus, different cell types have 
different functional sites. Accordingly, functional site activity may be used to 
characterize cells. The skilled artisan would immediately recognize that methods 
of characterizing and identifying cells by examining the functional sites present 
within the cell have broad applications and may be used to identify cells for any 

25 purpose. Examples include, but are not limited to, tissue-typing, determining the 
primary source of metastatic cells, diagnosing a disease, determining whether a 
cell has been exposed to a specific stimuli or dmg, determining the growth or 
differentiation state of a cell, and determining the developmental stage of a cell. 
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Functional sites, or fragments tfiereof, present in a particular cell or 
sample may be isolated according to the methods described herein, and the 
presence of specific sites within these isolated DNA sequences may be 
determined by a variety of means, including, e.g., subcloning and sequencing of 
5 the isolated DNA sequences, hybridization to a panel or array of functional site 
sequences, direct sequencing, and PGR amplification using primers specific for 
functional site sequences. Functional sites specific to a cell or treatment may be 
identified by any available means, including, e.g., comparing functional site 
sequences from different cells, subtractive hybridization methods, and screening 

10 an array of functional sites and determining which functional sites in the array are 
present in the sample. Methods of screening arrays of functional site sequences 
are provided in detail in U.S. Patent Application Serial No. 10/319,440, U.S. Patent 
Application Serial No. 10/375,404, and PCT Patent Application No. 
PCT/US02/15032, which are hereby incorporated by reference in their entirety. 

15 Functional sites specific for a cell or treatment may be Identified by any available 
means in the art, as would readily be understood by the skilled artisan, and 
include, e.g., comparison of functional site sequences identified in different cells, 
subtractive hybridization methods, and probing an array of functional site 
sequences. 

20 A variety of methods employing the sequences and information 

provided by the invention are set forth in further detail below, by means of 
illustration but not limitation. 

1. Regulation of Gene Expression 

Nucleic acids and sequences of the invention may be used to 
25 regulate the expression of a gene. Accordingly, the invention provides methods of 
regulating gene expression using one or more polynucleotide sequences of the 
invention. These methods include, but are not limited to, expression of a 
heterologous gene, gene therapy methods, transgenic methods, and knockout and 
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knockdown methods. Such methods may be employed to direct expression of a 
gene or nucleic acid in a particular cell or tissue type, for example, by placing the 
gene under the control of one or more functional sites identified as present or 
specific to the desired tissue or cell type. In addition, such methods may be 
employed to increase or reduce expression of a gene or nucleic acid. It is 
understood that a gene or nucleic acid being regulated in any o these manner 
includes both protein encoding DNA sequences and non-protein encoding 
sequences, e.g., sequences encoding a functional RNA molecule, such as an 
antisense RNA or shRNA, Furthermore, genes or nucleic acids may be regulated 
according to the invention in vitro or in vivo, and the expression, knockout, or 
knockdown constructs may be either transiently present within a cell or stably 
integrated into a cellular genome. 

In certain embodiments, expression of endogenous genes may be 
regulated, for example, by introducing a sequence of the invention into the genome 
of a cell, plant or animal, for example, by homologous recombination or gene trap 
methods. Alternatively, expression of an endogenous gene may be regulated 
using knockdown reagents, such as antisense, directed to or complementary to a 
sequence of the invention or a gene regulated by a sequence of the invention. In 
certain embodiment, such knockdown methods target functional sites located 
within transcribed regions of genomic DNA. In other embodiments, an exogenous 
gene or polynucleotide sequence regulated by a sequence of the invention may be 
Introduced into a cell or animal. As described in more detail below, the use of 
functional sites in expression vectors permits targeted expression, e.g., to a 
particular cell or tissue type or during a particular stage of differentiation or cell 
cycle. Of course, it is understood that such methods may employ one or a plurality 
of functional sites. When multiple functional sites are used, they may all be 
different, or they may comprise more than one copy of one or more functional 
sites. 
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In one embodiment of regulating an endogenous gene by introducing 
a functional site sequence into the genome, the sequence is inserted at a position 
relative to the gene to be regulated based upon the genomic position of the 
sequence relative to a gene it normally regulates, e.g., upstream or downstream 
and the approximate distance from the transcribed region of the gene, although the 
skilled artisan would understand that a variety of functional site sequences are 
active at multiple positions in relation to a regulated gene, so the sequence may be 
Inserted at any position relative to the gene desired to be regulated. In particular 
embodiments, functional site sequences may be inserted into a genome within at 
least 10, 20, 50, 100, 500, 1000, or 5000 base pairs of the transcription start site or 
promoter of a gene to be regulated. In certain embodiments, nucleic acid 
sequences may be inserted to restore normal expression levels or patterns of a 
gene, e.g., gene therapy, or to alter expression of a gene, for example. Thus, in 
one embodiment, targeting methods may be used to functionally or physically 
replace a mutated or defective functional site. 

The sequences advantageously may be used as substrates for 
recombination. One of the strategies for making a causal link between a functional 
site and its function is to cany out a recombination experiment. For example, one 
can conditionally knock out active genetic elements and monitor changes in 
phenotype. This strategy utilizes the sequence of a cloned functional sites to 
design constructs that can cause recombination and loss, or conditional loss, of 
the functional site sequence in vivo. Accordingly, the invention includes methods 
of knocking out or mutating a functional site sequence, involving a homologous 
recombination or targeting vector comprising a functional site sequence. 

The regulation of a gene may be altered by knocking out, e.g., via 
homologous recombination, one or more functional site sequences that regulate 
the gene. This procedure may be used, for example, to reduce the expression of a 
gene that is inappropriately being overexpressed in a patient and causing disease. 
Such procedures may be performed ex vivo in affected cells, e.g. bone marrow 
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cells, which may be implanted back Into a patient. In addition, such methods may 
be used to create animal models of human disease, e.g., diseases caused by 
reduced or altered expression of a gene. 

In other embodiments, the invention provides l<nocl<down methods to 
reduce expression of a gene, which involve introducing a l<nocl<down reagent 
targeted to a sequence of the invention. Such methods are particularly useful 
when the functional site sequence is located within a transcribed region of the 
gene. 

In a variety of embodiments, the invention provides methods of 
regulating or providing exogenous gene expression using polynucleotide 
sequences of the invention. Such exogenous genes are typically expressed from 
cDNAs, and may correspond to genes and polypeptides normally found within the 
cell or organism or genes or polypeptides foreign to the particular cell or organism. 
In addition, in certain embodiments, such exogenous genes may encode 
polypeptides, while in other embodiments, they may not encode polypeptides, but, 
rather, they may encode functional nucleic acids, such as, antisense, ribozymes or 
shRNA molecules, for example. These methods include, but are not limited to, 
methods involving transient expression vectors, transgenic methods, and methods 
of gene therapy. Such methods may be employed to direct expression of a gene 
or nucleic acid in any cell or at any time, depending on the functional site used. 
Thus, functional site sequences may be used to drive expression of an exogenous 
gene constitutively or inducibly, globally or in a particular cell or tissue type, for 
example, by placing the gene under the control of a functional site active in the 
desired cell or tissue type, at a particular developmental or cell-cycle stage. In 
addition, such methods may be employed to increase or reduce expression of a 
gene or nucleic acid. Furthermore, genes or nucleic acids may be regulated 
according to the invention in vitro or in vivo, and the expression, knockout, or 
knockdown constructs may be either transiently present within a cell or stably 
integrated into a cellular genome. 
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Accordingly, in certain embodiments, functional site sequences of the 
invention are used for experimental or therapeutic control of transcriptional 
programming. Polynucleotides comprising functional site sequences may be used 
to design molecules that can interfere with the formation of a functional site in the 
5 nuclei and so control transcriptional regulation. The inhibition of the formation of a 
specific hypersensitive site may cause an expected alteration in the transcriptional 
program or induction of a different pattern of active genetic elements. Since 
functional sites may be associated with increased or decreased transcription, such 
methods may be employed to decrease or Increase expression of a gene, 

10 particularly a gene regulated by the targeted functional site. As an experimental 
tool, functional sites can, thus, be used to perform functional gene knock out 
experiments or otherwise examine the redundancy of the regulatory network in the 
nucleus, in vitro or in vivo. IVIoiecules that may be used according to the methods 
of the invention to interfere with the formation of a functional site include, e.g., 

15 antisense and other knockdown reagents, competitive oligonucleotides, inhibitory 
antibodies directed to functional site binding proteins and dominant negative 
polypeptides corresponding to regions or mutants of functional site binding 
proteins. 

The invention further provides methods of stimulating methylation at 
20 functional sites by introducing a complementary and methylated polynucleotide 
corresponding to the targeted functional site. At functional sites, a strong 
correlation exists between demethylation of certain sites (of the cytosine in CpG 
dinucleotides) and increased transcriptional activity. These key CpG dinucleotides 
can be re-methylated by introduction of a complementary polynucleotide 
25 containing a 5-methylcytosine at the crucial position; the resultant hemi-methylated 
site will be a substrate for the maintenance methylase activity present in eukaryotic 
cells. The introduction of a methylated CpG dinucleotide into the site would be 
expected to change its transcriptional influence and may be accomplished, for 
example, by homologous recombination methods, 
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The invention provides a variety of methods of identifying functional 
sites associated with or involved in the regulation of a specific gene. In one 
embodiment, a functional site associated with a gene of interest is identified by 
identifying a functional site with a genomic location near a gene of interest. The 
invention provides the genomic location of the functional sites described here, 
thereby proving the means to identify functional sites located within any gene with 
a known genomic location. The ability of the identified functional site to regulate 
expression of the gene may be confirmed as known in the art, e.g. by knocking out 
or knocking down the functional site in a cell or animal and determining the effect 
on expression of the gene by comparing expression in a knockout or knockdown 
cell to a wild type or vector control cell. Transgenic studies have been used to 
demonstrate that functional site sequences required to recapitulate 
developmentally- and tissue-specific correct expression of genes are contained 
within discrete fragments of genomic DNA. The best characterized system is that 
of the 248 kb YAC comprising a genomic fragment containing all the human beta- 
globin genes and the sequences necessary for their correct expression (Peterson 
et aL, Proc. Natl. Acad. Sci. USA 90: 7593). This study and others like it (reviewed 
in Li et aL, Blood 100: 3077) demonstrate that the proximity of functional site 
sequences to a gene sequence implicates it in the regulation of the gene. Using 
this simple parameter, the skilled artisan could readily identify functional site 
sequences likely to be necessary and sufficient to effect regulatory control on any 
given gene. Functional sites associated with a specific cell or tissue may be used 
alone or in combination to direct expression of a therapeutic gene to a desired cell 
or tissue type. In addition, appropriate expression of a therapeutic gene, e.g., in 
replacement therapy, may be accomplished using a gene therapy construct 
wherein expression is regulated by one or more functional sites with genomic 
locations near the corresponding endogenous gene. 

As briefly described above, functional site sequences of the invention 
may also be used for transgenic expression of genes. In fact, the identification of 
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functional sites necessary for eitlier proper expression of a particular gene or with 
generic properties that will contribute to high-level expression of genes in general 
is very important in this new field. For example, some of the sequences form 
chromatin insulators and boundary elements and are useful for transgenic studies 
5 to drive proper and proportional expression of transgene. Approaches such as 
transgenic therapy often require engineering of a construct that is capable of being 
delivered to the nuclei and driving appropriate expression of the introduced 
transgene. In this context, appropriate can mean directing a high level of 
expression of the transgene only in the tissues desired. This may be achieved by 

10 including the correct set of regulatory elements, Le. functional sites in the 

transgenic construct, and including insulator elements to buttress the transgene 
against the generally repressive effect of the bulk chromatin into which it has 
inserted (Emery et aL, Blood 100: 2012). Insulators may also sen/e to restrict the 
influence of the constructs regulatory sequences to the transgene, so as to not 

1 5 influence the expression of any genes neighboring the insertion event. 

The invention further provides methods of identifying a gene 
associated with a particular phenotype, such as a specific differentiated or cell 
cycle state, or example. The invention provides functional site sequences 
specifically associated with different cells. Genes regulated by such functional 

20 sites may be identified based upon their physical proximity to one or more of such 
functional sites by comparing the genomic location of the functional site to a 
genome map and identifying genes close to the functional site. In certain 
embodiments, genes regulated by functional sites are located within 100 bp, 500 
bp, 1 kb, 2 kb, 5 kb, 10 kb, 100 kb, or greater than 100 kb of the functional site. 



25 2. Diagnostic and Therapeutic Methods 

In certain embodiments, functional sites serve as therapeutic targets. 
Since functional sites regulate expression of genes, they may be targeted to alter 
gene expression in a therapeutic manner. In one embodiment, the invention 
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provides a method of reducing expression of a deleterious or disease-associated 
gene by targeting or altering tlie activity of a functional site that regulates 
expression of the gene. A variety of sequence-specific agents, including the 
knockout and knockdown reagents described supra, may be used to alter 
5 expression of a gene regulated by the targeted functional site. An inevitable 
extension of this (or an analogous) chemistry will be an ability to target particular 
DNA regulatory regions in living tissues. The sequences may be used for 
designing complementary polynucleotides to interfere with the formation of 
functional sites. Some functional sites stimulate disease either through their 

10 formation or from their absence. The sequence information associated with suQh 
sites can be used to design molecules, such as polynucleotides or synthetic 
chemicals, to block their formation in nuclei. Additionally, sequence-specific DNA 
'nano-binders' such as polyamides are an established research area and are 
currently being developed as pharmaceuticals. Furthermore, since functional sites 

15 typically function by binding one or more polypeptides, functional site activity may 
be altered by expressing or otherwise introducing a dominant-negative polypeptide 
corresponding to a polypeptide that binds a functional site, directly or indirectly. In 
one embodiment, such dominant-negative polypeptides will retain their DNA 
binding another activity necessary for functional site activity, such as the ability to 

20 bind a coactivator, for example. Inhibition of the formation of some functional sites 
can have a similar effect on the development of the disease phenotype. 

Clinical studies of a certain disease state contain populations of 
individual genomic samples from patients verified to have the disease or not 
Functional sites may be identified in the genomic DNA isolated from patients with 

25 the disease or control samples without the disease, and sites associated with the 
disease identified. Such information may be used diagnostically to determine 
whether an individual has a disease by determining whether the individual has 
functional sites specifically associated with the disease. In one embodiment, the 
invention provides an array based screening system for detecting individual 
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functional sites or patterns of these that are associated with the disease state and 
as such be useful in generating diagnostics. 

Accordingly, the invention provides method of using the functional 
site sequences of the invention to detect or diagnose the presence of a disease or 
5 disorder in a patient. For example, by comparing the hypersensitivity sites present 
in a diseased cell or tissue to those present in a normal or non-diseased cell or 
tissue, sites correlating (e.g. present or absent) to the presence of any disease 
may be identified. Cells from a patient suspected of having a disease may then be 
examined or profiled to identify the presence or absence of one or more 

10 hypersensitivity sites associated with a disease or disorder. The presence or 

absence of a hypersensitivity site, as associated with a specific disease, indicates 
that the patient has the disease. In certain embodiments, hypersensitivity sites 
from a patient are determined and compared to databases or computer readable 
medium comprising sets of hypersensitivity sites associated with a disease to 

15 determine if the patient has a disease. The patient's hypersensitivity site profile 
may be compared to profiles established for one or a plurality of diseases. 
Therefore, the method may be used to detect or diagnose disease in the absence 
of clinical symptoms or any other indication of the nature of the disease. 

Many of the sequences are associated with hypersensitive sites 

20 involved in disease. Labeled (by fluorescent dyes for example) polynucleotide 
probes (such as complementary PNA) or synthetic molecules designed to 
recognize stretches of the highly accessible regions of the DNasel hypersensitive 
sites can be used to detect their formation in intact nuclei. The detection of those 
hypersensitive sites associated specifically with disease states either by studying 

25 nuclei which have been isolated or are still intact could be used to detect, evaluate 
and monitor cells with a regulatory environment associated with diseases. 

Sequences and sites identified using one or more of the sequences 
listed in Table 1 (e.g., genes regulated by the sequences set forth in Table 1) can 
be used in the diagnosis and treatment of diseases and disorders. A diagnostic 
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may comprise a sequence (which may be DNA, RNA or PNA) coupled to a solid 
support for the detection of a complementary sequence (which may be DNA or 
RNA). Levels of expression (or trends of expression over time) of the 
complementary sequence can be determined from a biological sample obtained 
5 from a patient (e.g., DNA, hnRNA, mRNA, rRNA, miRNA, ncRNA, stRNA, RNAi) 
as a disease indication. Expression levels significantly lower or higher in the test 
sample as compared to expression levels in a normal control sample may indicate 
the presence of a disease or disorder. In certain embodiments, a reference value 
is determined based on the expression levels in one or more normal controls, and 

1 0 the presence of a disease or disorder is determined by comparing expression 
levels in the test sample to the reference value. In certain embodiments, a two- 
fold difference in expression is considered significant, while in other embodiments, 
a three-fold, four-fold, or five-fold difference Is considered significant. The skilled 
artisan would readily appreciate that normal levels of mRNA and polypeptide 

15 expression may fluctuate or vary between different normal controls, and will take 
such variation into account when determining an appropriate reference value and a 
significant level of variation from a normal value. 

In certain embodiments, nucleic acids of the invention may be used 
to identify a gene associated with a disease or disorder. For example, functional 

20 sites present in a diseased cell or tissue may be identified and compared to those 
present in a normal cell or tissue. Functional sites either present or lacking, or 
present to a differing degree, in the diseased cell or tissue are considered to be 
associated with the disease or disorder. The genomic location of one or more 
differing functional sites may be determined and a gene located near to the site or 

25 known to be regulated by the site may be identified as involved in or associated 
with the disease. One of several means of confirming the relationship of the 
identified gene and the disease is to measure the levels of mRNA or polypeptide 
expressed from the gene and compare it to the levels observed in normal cells. 
Any different would confirm that the gene is associated with the disease or 
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disorder. Methods of measuring mRNA and polypeptide levels are widely known 
and available in the art and include, for example, RT-PCR and western blotting, for 
example. 

In another embodiment, the presence of a disease or disorder may 
5 be determined by sequencing one or more nucleic acid sequences of the invention 
and identifying a mutation or sequence aberration in a functional site of a patient 
as compared to a normal control. In another embodiment, the presence of a 
disease or disorder may be determined based on differences in cleavage by a 
nuclease, chemical, or other agent used to detect functional sites. 

10 The invention further provides methods of screening candidate drugs 

and other potentially therapeutic compounds, as well as assessing the efficacy of 
therapies. The ability to screen an entire set of functional sites allows the 
development of screening protocols that not only define the reaction to application 
of a drug or treatment on a defined set of sites or parameters but to a global set. In 

15 this manner, drugs and chemicals that induce non-specific effects are detected. 

The sequences may be used for toxicological profiling of potential 
drugs. Characterizing the molecular consequences of applying or titrating a drug 
into cell populations, tissues or test organisms is very useful to define the 
pathways and side effects of a drug. Comparison of the patterns from 

20 hybridization experiments using the isolated hypersensitive sites probed with the 
probes derived from the test populations can confirm the mechanism of the drug. 
Testing the response of patients to a regime of drugs also allows identification of 
patients who may be more or less suitable for that particular treatment, as some 
patients may show little induction of the target active genetic element or an 

25 unexpected activity in other sets of hypersensitive sites. Thus, in one 

embodiment, the invention provides a method of qualifying a patient for a clinical 
trial or for treatment with a drug or therapy that involves determining the 
hypersensitivity profile of the patient and comparing it to the functional site profiles 
of patients known to respond positively or negatively to a particular drug or 
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therapy. Alternatively, the status of one or nnore individual functional sites may be 
used for such purposes. 

In a related embodiment, the invention provides a method of 
correlating clinical data with functional sites to predict the outcome of a disease or 
treatment protocol. Functional site profiles may be established for patients and 
correlated with disease progression or outcome, alone or after treatment with any 
therapy or protocol. The functional site profile may then be determined for a 
patient and used to predict disease outcome or the success of a given treatment 
protocol and will assist in determining the appropriate therapy. 

The sequences may also be used for discovery of novel lead 
compounds. Drug discovery can be advanced by understanding the biology of the 
target disease system and in particular identification of functional sites involved In 
disease progression. High throughput screening, using labeled probes able to 
detect the formation of hypersensitive sites in nuclei, can be used to identify 
compounds that affect the formation of specific functional sites. 

Functional site profiles may be compared between cells treated with 
a drug and untreated or control cells to identify drugs and drug candidates. 
Furthermore, where a specific functional site has been associated with a disease 
or disorder, probes specific for such site may be used to determine the status of 
the site before and after drug treatment to identify a drug that alters the status of 
the functional site and would, therefore, be useful in therapy of the associated 
disease or disorder. In certain embodiments, treatment with the drug restores the 
status of the functional site to that observed in a control sample. 

Functional sites and profiles thereof may also be used according to 
the Invention for toxicology profiling of drugs. Determination of the effect of a drug 
upon hypersensitivity sites may be predictive of drug toxicology, for example, 
based upon the effects of known toxic agents or drugs upon one or more functional 
sites. In another embodiment, drug toxicity may be correlated with specific 
patients based upon the presence or absence of one or more functional sites in 
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patients wherein a drug has been toxic. The ability to predict drug toxicity, 
particularly where only a relatively small number of potential patients are 
susceptible, will allow physicians to selectively avoid treating patients potentially 
subject to drug toxicity. 
5 The invention further provides drugs identified according to any of the 

methods of the invention. For example, the invention provides drugs, including 
small molecules, for example, identified as effecting or altering the accessibility of 
on or more functional sites. Accordingly, the invention provides a drug produced 
by the process of screening one or more compounds for their ability to alter one or 

10 more functional sites, identifying a compound that alters one or more functional 
sites, and producing said compound. Alterations in functional sites may be 
detected based upon changes in their cleavage or accessibility by nucleases or 
other agents that cleave DNA, for example, and may involve, e.g., either an 
increase or a decrease in hypersensitivity. 

15 The Invention further provides methods of manufacturing a drug of 

the invention. Such methods comprise identifying a drug that effects or alters one 
or more functional sites of the invention and producing the identified drug. 



3. Identification and Characterization of Cells 

In certain embodiments of the invention, functional sites may be used 
20 to identify specific cells. Functional sites need not solely be used as a marker of 
diseased cells. Rather, they may be used as a marker of any cell. For example, 
functional sites associated with a specific cell may be identified and used to 
establish a unique identification pattern analogous to a genomic fingerprint 
associated with the cell. In certain embodiments, the cell is a specific cell or tissue 
25 type, at a particular developmental stage, associated with a particular disease or 
disorder, or treated or exposed to an environmental stimuli or drug, for example. 
An example of another application would be to define sites as a function of 
developmental progress. Such markers would be useful in definitively and 
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quantifiably determining the stage of cells within a population and may be 
harnessed to effect cell sorting. 

The sequences may be used as in vivo markers for classification and 
sorting cell populations. The formation or presence of functional sites crucial for 
5 induction of certain genes will define the position at checkpoints of each cell in 
terms of its developmental progress and tissue-specificity. Using labeled probes 
directed towards functional sites, which remain inaccessible when the site is not 
formed, will allow detection of such 'markers' in intact nuclei. By use of, for 
example, two fluorescently labeled probes which give a strong FRET signal when 
10 bound to the same region of a formed functional site, it will be possible to 

fractionate (using FACS) a population of cells from complex mixtures according to 
any criteria, such as, for example, their exact developmental stage or tissue- 
description. 

The sequences may be used for functional tissue typing. The ability 
15 to detect formation of functional sites in nuclei allows construction of a regulatory 
profile for individual tissues or mixtures of tissue, either separated from primary 
tissue or from monocultures. A thorough understanding of how these profiles 
change due to a stimulus, such as drug treatment, allows the isolation of cells from 
a previously homogenous population, which are highly potentiated. An example is 
20 the sorting of totipotent stem cells from a larger population or stem cells that have 
successfully been pushed down a particular developmental pathway. 

4- Identification of Regulatory Proteins 

The invention further provides a series of technologies to identify the 
proteins that interact with the identified functional site sequences. The fact that 
25 functional sites have been shown to have *core' sequences, which are necessary 
and sufficient for their formation, if not necessarily their biological activity, suggests 
that there are protein-protein interactions crucial for functional site formation 
(Stamatoyannopoulos etal, EMBO J. 14: 106). The identification of such critical 
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interfaces in tiie formation of regulatory complexes represents the discovery of a 
new generation of therapeutic targets, e.g., to competitively complex proteins in 
vitro or in vivo. Such activity has been demonstrated and is in late-stage clinical 
trials for DNA sequences that bind certain transcription factors - so-called 'decoy 
oligonucleotides' directed against a transcription factor, E2F. 

The sequences may be used for discovery and analysis of DNA- 
protein interactions. The identities of proteins participating in the interactions and 
their functions may be determined. For example, key proteins involved in 
transcriptional regulation maybe identified. Polynucleotides capable of binding to 
functional sites may be identified by any of a variety of means known and available 
in the art, including the use of binding columns comprising the functional site 
polynucleotides or fragments thereof and yeast-based screening assays, for 
example. Polynucleotides comprising functional sites can be labeled and used as 
substrates in electro-mobility shift assays (EMSA) to identify, which proteins from a 
range of nuclear extracts bind to the sequence. Addition of antibodies raised 
against candidate nuclear proteins can be used to cause a further 'super' shift 
allowing Identification of the individual protein components within the nucieo- 
protein complex. Once the nature of the proteins are known the presence of post- 
transcriptronal modifications can be determined, by use of antibodies raised 
against specific modifications or by mapping the mass of fragments by mass 
spectrophotometry, for example. 

The sequences may be used as templates for in vitro or in vivo 
footprinting and to identify the binding positions of DNA-binding proteins. 
Footprinting of the cloned sequences maybe carried out with a variety of cutting 
agents, such as DNasel or free radicals, for example, which reveals patterns of 
binding of proteins either in vitro to a panel of nuclear extracts or purified 
components or in vivo in different tissues. The binding of a particular protein is 
specific to its cognate site, many of which are known and hence can be used to 
infer the proteins bound to the functional site. The region of the functional site that 
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the protein covers can indicate tiie overall structure, and tlierefore function, of the 
functional site. 

The sequences can identify proteins bound to and associated with 
functional sites. The identification of all of the components of the hypersensitive 
5 sites in vivo is nnade possible by hybridizing nucleic acid having sequence(s) of 
cloned functional sites to exposed regions of fractionated chromatin. For example, 
cross-linked sonicated chromatin can be treated with exonucleases to expose 
single-stranded DNA regions that can form targets for biotinylated fragments from 
the cloned functional sites. Such captured complexes can be analyzed for protein 

10 content and levels of epigenetic modifications. In this example, both protein-DNA 
and protein-protein interactions can be determined. The available techniques for 
carrying out these studies potentiate the discovery of interactions between 
functional sites, as proposed by looping models, wherein transcriptional enhancers 
interact with their cognate promoters via complex protein-protein interactions. The 

15 existence of such complexes may be a general effect or may be restricted to a 
number of super-regulatory elements or LCRs (Locus Control Regions). 

Yet another use of the sequences is for the study of post- 
transcriptional modifications within the genome operating system. The CHIP 
protocol (chromatin immuno-precipitation) has been used to enrich for sequences, 

20 often from formaldehyde cross-linked nuclei, bound by nuclear proteins or by 

proteins carrying post-transcriptional modifications, such as the acetylation pattern 
of histones. This pool of fragments can be used to hybridize to the isolated 
functional site sequences to determine, for example, which functional sites are 
bound by which nuclear protein. In the case of post-transcriptional modification, 

25 the changes in these epigenetic markers can be followed as a function of tissue- 
type and development. 

The sequences may be used to probe the role of differential 
methylation within functional sites. Analysis of the sequences of the cloned 
functional sites can reveal the presence of CpG-dinucleotides. Some of these 
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dinucleotides can be differentially methylated at cytosines, and such methylatlon 
sometimes causes transcriptional inactivity of an associated gene. Genomic 
sequencing can be used to compare the methylatlon status of such potential 
epigenetic modifiers across a panel of nuclei in an attempt to identify those that 
5 may have key regulatory functions. 

The sequences may be used as markers for studying the role of 
nuclear localization in transcriptional induction. It is possible to follow the nuclear 
localization of specific sequences using fluorescently labeled probes and confocal 
microscopy. The existence of sub-compartments within the nucleus and the 

10 recruitment of functional site sequences and genes to them potentially plays a 
major role in understanding transcriptional regulation in eukaryotic nuclei. Most 
preferably, a panel of labeled probes is generated against sets of functional sites. 
The distribution of the sites is monitored throughout the nuclei and compared with 
different systems or under different conditions 

15 In another embodiment, sequences are used for raising antibodies 

against components of isolated functional site complexes. Successful isolation of 
the intact nucleoprotein complexes, e.g., by hybridization with biotinylated 
sequences derived from the cloned functional sites allows the generation of 
monoclonal and polyclonal antibodies against both the proteins bound in the 

20 complex and the tertiary structure of it. Such antibodies are useful in a range of 
applications such as CHIP, wherein antibodies raised against the nucleoprotein 
complex as a whole have higher specificity. The antibodies also may be used in 
studies that disrupt the function of the functional site by interfering with molecu!e(s) 
that interact with the functional site in its natural context. 

25 Nucleoproteomic analysis will also detect novel transcription factors 

or co-activators associated with pathogenic functional sites. In addition, mass 
spectrophotomeric analysis may be utilized to detect a priori in vivo post- 
translational modifications of such proteins. Previous studies have shown that 
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such modifications may be crucial in proper regulation of gene systems (Song et 
al., J. Biol. Chem. 277: 7029). 

5. Identification of Genomic Modifications 

The invention further provides methods of identifying mutations, e.g. 
allelic variants, associated with disease. The complete set of functional sites, 
though representing a small percentage of the genome, will contain much of the 
regulatory-significant genetic variation (such as SNPs). .In one embodiment, the 
Invention provides array systems that allow the simultaneous detection of the 
presence of sequences con-espondlng to one or more functional sites in a patients 
genomic DNA and the detection of genetic variation or mutation, which involve 
placing short versions of the targets differing In the sequence of a single base 
between them on the an-ay (referred to as 'an-ay based sequencing'). 

A skilled artisan using the sequence information provided in Table 1 
may conveniently Identify genetic anomalies associated with one or more human 
diseases (e.g., cancers, immune disorders, neurological disorders, cardiac 
disorders, or genetic disorders generally). For example, by matching known 
genetic changes associated with malignant transformation with the precise 
sequence or position Information of a functional site, it is possible to Identily 
genetic anomalies in functional sites associated with a specific cancer. In another 
embodiment, functional sites associated with a specific disease are identified by 
comparing functional sites and/or their genome location identified in a disease 
sample as compared to those identified In a normal control sample. 
Hypersensitivity sites specifically associated with a disease may be used 
individually or as a set to detect or diagnose the disease or to identify regulated 
genes Involved in disease onset or progression, for example. 

In one embodiment, functional site sequences are used to map 
disease-causing SNPs (single nucleotide polymorphisms). Such single nucleotide 
polymorphisms, which cause changes to the expression pattern of nuclei, are more 
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frequent within active genetic elements. A priori, the database of known functional 
sites may be screened to capture a population of phenotypically active SNPs. 

The information presented In or obtained from Table 1 herein 
provides a template for deriving new, previously unknown functional site 
5 sequences for known genes. In one embodiment, an active genetic sequence for 
a protein-coding gene is discovered or further characterized by comparing the 
positional information shown in Table 1 with the known location of the gene. For 
example, sequence information obtained from Table 1 can be used to design 
primers for polymerase chain reactions (PGR). A functional site sequence that is 

1 0 close (preferably within 1 0,000 base pair, more preferably within 3,000, 1 ,500 or 
500 base pairs) to a protein encoding gene, single nucleotide polymorphism 
(SNP), or other site of interest, may be selected by a computer. Sequences for 
primer recognition can be selected and PGR reactions performed to identify and/or 
quantitate SNPs, changes in chromatin structure, or genome-specific mutations or 

15 individual-specific mutations. In an embodiment, a protein-encoding gene already 
has a known regulator that may be similar in location to a functional site sequence. 
Information in Tables 1 is used to discover a further attribute of the known active 
genetic sequence, such as the location of a functional site that may be at the edge 
or outside the known regulator. In the latter case, this embodiment of the invention 

20 allows the discovery of a new section or border of a previously considered gene 
regulator. In yet another embodiment, multiple functional site sequences that 
affect the same gene or set of genes are discovered by virtue of their clustering in 
genome space. 

In one embodiment, a pre-existing set of genetic changes associated 
25 with a disease is compared with information from Table 1 to determine which of the 
changes linked to disease involve functional sites or regulatory DNA. This 
information provides great value for drug discovery and for new modalities for 
treating disease. 
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In yet another embodiment, allelic variants of regulatory DNA 
sequences corresponding to Table 1 are correlated with genetic diseases. Allelic 
variants may be identified, for example, by comparing the accessibility at a specific 
site from samples derived from different individuals or cells, including individuals or 
5 cells with a disease, for example. Such comparisons may be based upon 
alterations in accessibility or digestion at the site, ability to bind regulatory 
molecules, the presence or absence of chromatin modification such as methylation 
or acetylation, for example, chromatin or, alternatively, the sequence of a site, 
A set of functional sites can be considered as a panel of markers 

1 0 across the genome and as such have a wider distribution than that of traditional 
expression arrays. Performing hybridizations to arrays comprising functional site 
sequences using probes prepared simply from sonicated genomic DMAs has the 
potential to detect different pattems of deletions, expansions and duplications 
between different genomic DNAs, in other words to construct karyotypes. 

15 Furthermore, high copy number of DNA viruses may be detected in this manner. 

D. Databases and Computer Programs 

The invention further provides materials comprising information, 
which are useful for a variety of purposes, including the identification of a cell or 
tissue type, the identification of regulatory sequences, the identification of disease- 

20 associated sequences, and regulating gene expression. In certain embodiments, 
such materials include information libraries and databases, which may be printed 
or stored on computer readable media, for example. 

In many embodiments, the invention provides information libraries 
related to functional sites of the invention, which may comprise the nucleic acid 

25 sequence of functional sites, the genomic location of functional sites, diseases 
associated with functional sites, or genes associated with or regulated by 
functional sites, or any combination of such information. In addition, information 
libraries of the invention may include sets or subsets of functional site sequences 
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and related information, including, e.g., functional sites associated with a specific 
cell, tissue, disease, or gene. Information libraries may also comprise functional 
site variant sequences, such as SNPs, Including those associated with a disease 
or other characteristic. Such Information libraries, particularly on computer 
5 readable medium or other searchable formats, provide valuable databases that 
may be searched, e.g., to identify functional sites associated with a genomic locus 
or gene, to Identify one or more functional sites that regulate a gene, to identify 
mutant or variant functional sites associated with a disease or disorder, and to 
identify a gene associated with a mutated or variant functional site. 

10 Sets of sequences and/or positional locations may be prepared by 

computer analysis of information provided herein and have great intrinsic value for 
a variety of uses such as regulatory unit discovery, diagnostics and therapeutics. 
Particularly contemplated are sets of functional site sequences and/or genomic 
positions that correspond to regions of the genome, such as particular 

15 chromosomes, hypervariable regions that experience high levels of DNA 

breakage, and the like. After computer formation, such sets of data, presented in 
computer readable form or directly readable by a person, are valuable items of 
commerce and may be sold directly. 

Thus, in one embodiment, the invention provides computer-readable 

20 medium comprising or consisting of a plurality of nucleic acid sequences of 

functional sites of the invention, including, for example, functional sites identified in 
human fetal brain genomic DNA or K562 cell genomic DNA. In one embodiment, 
the computer readable medium comprises or consists of a plurality of sequences 
set forth in Table 1. In certain embodiments, the computer-readable medium 

25 further comprises the genomic location of and/or the identification of genes 

regulated by the nucleic acid sequences. In another embodiment, the computer- 
readable medium comprises a plurality of functional site sequences associated 
with a disease, disorder, or clinical outcome, a specific cell type, a specific 
transcription factor, treatment with a drug or drug candidate, or one or more 
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chromosomes or genes, for example. The computer-readable medium may also 
comprises the genomic location of and/or identification of any genes regulated by 
the nucleic acid sequences. 

In the context of arrays of nucleic acid sequences of the invention, a 
5 computer-readable medium may include any of the information described infra, 
and, in addition, may further comprise the location of each arrayed nucleic 
sequence on the array. The computer-readable medium may, therefore, provide 
the sequence of a nucleic acid located at a specific location on an array. The 
computer-readable medium may further provide any other known information 

10 about the sequence at a specific location on an array, including, for example, the 
genomic location of the sequence, any genes associated with the sequence, 
transcription factors associated with the sequence, and any diseases or disorders 
associated with the sequence, etc. 

The invention further provides computer programs and software 

15 useful in the analysis and compilation of the functional site data. In many 
embodiments, a computer program is used that inputs at least part of the 
functional site sequence and other information provided herein, such as at least 
10, 100, 1,000, 10,000 or more sequences and genome locations and then selects 
out a smaller set therefrom. 

20 As one example, a software program can direct a computer to find 

allelic forms of a functional site by searching public data bases for sequences of 
functional sites and variants thereof, based upon the genomic location information 
provided by the invention, that may be input into the computer. An allelic form of a 
functional site may be identified, for example, by inputting the genomic location 

25 and/or sequence of the functional site, searching a public or private database 
comprising genomic sequence information, and identifying an allelic form based 
upon it having the same genomic location and a variant sequence as the inputted 
functional site. 
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In one embodiment, a computer under direction of a program 
inspects the genome iocation contents of a database provided by the invention and 
cfiooses a functional site near a desired gene, tliereby identifying a functional site 
associated with the gene, determining a previously unknown regulatory unit, 
5 identifying a new function for an under appreciated functionally functional site, or 
providing greater clarity as to the borders of a known regulatory unit. According to 
this embodiment, preferably the computer looks for functional sites within 100,000 
base pairs of a selected gene, and more preferably within 20,000; 10,000; 3,000; 
2,000; 1 ,000; 500r 200; 100; or even 50 base pairs of the selected gene. 

10 The DNA sequences and their location information provided herein 

may be used for further discoveries through data mining, using a portion, or all of 
the listed information. For example, the genomic location information reveals 
clustering of functional sites in the genome, as can be readily apprehended by a 
computer directed by a program to group functional sites of the invention that 

15 physically locate close to each other in the genome. Generally speaking, such 
grouped sites, termed "clusters" regulate coordinately one or more genes. 

In a desirable embodiment, a software program instructs a computer 
to load multiple genome locations of functional sites and then compare how far 
apart each genome location is from the others. The program Instructs the 

20 computer a set maximum genome distance for comparison and to decide if two 
sites are less apart than that distance. If they are, then this fact is noted in 
memory, such that the two are labeled or grouped into the same cluster. Most 
conveniently, a cluster will be made by storing identifiers for the functional sites at 
the same or adjacent areas of memory. Cluster groups may be stored on long- 

25 term media (e.g., hard drive, CD ROM) and/or displayed to the computer operator. 
In an embodiment two functional sites are deemed within the same cluster if their 
genome locations are within 1,000,000 bases of each other. In another 
embodiment, functional sites are deemed part of a cluster if their genome locations 
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are within 300,000 bases, 100,000 bases, 30,000 bases, 10,000 bases, 3,000 
bases 1 ,000 bases or even 250 bases of each other. 

For purposes of brevity, a separate listing of each possible subset of 
sequences contemplated is not presented, and space limitations are overcome by 
5 the convenient use of computers to group the data as described inerein. Thus, 
specific clusters of functional sites, found on each chromosome, and selected by 
closeness based on proximity are intended embodiments and can be easily printed 
in tabular form as desired with the aid of a computer 

One embodiment of the invention provides a computer program that 

10 determines a cluster by reviewing the genome positions of multiple functional sites 
(at least 100, 1,000, 10,000 or more) and placing sites having near positions to 
each other within one or more of the above specified ranges, into a common 
group. This embodiment of the invention is made possible by the fact that the 
information set forth herein was obtained under real conditions wherein multiple 

15 coordinating functional sites were actively controlling gene expression. That is, the 
sites listed in Table 1 are not a random assortment of functional sites in the 
genome and do not necessarily represent all possible sites, but represent 
functional sites that were simultaneously active in a functioning cell system. 
Among other things, this property distinguishes the information provided by the 

20 invention from other data sets obtained by others using purely computer analysis 
of the sequenced genome. 

In another embodiment, a software program instructs a computer to 
compare known sets of genetic changes associated with a disease with functional 
site sequences of the invention. The computer inputs at least one set of genetic 

25 information, inputs at least some sequence information and/or genome positions 
from the information provided, and compares identities using a l<nown algorithm or 
procedure. After comparing the two sets, the computer selects a match set to be 
output or used for further analysis, indicating one or more sequences associated 
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more definitively as functional sites or regulatory regions of more defined 
sequence and size. 

Sets of members selected from the functional sites of tlie invention 
may be prepared and used as articles of commerce, research tools, diagnostic 
5 aids, drug discovery aids and the like, based on a desirable grouping category 
such as those based on genetic changes in malignancy and genetic changes 
associated with specific disease. In a very desirable embodiment, a known 
genetic abnormality is used to find linked functional sites that cooperatively 
influence gene expression or an overall biological process mediated by multiple 
1 0 genes. This is carried out by examining for unknown cluster partners. In this 
embodiment, functional sites associated with a known DNA problem such as a 
disease or allelic form of a gene associated with a definable trait based on, for 
example, an improper transposition, deletion, or other mutation, are placed into a 
set, and combined with further members that are found to cluster with the known 
15 genetic errors. 

Software programs are contemplated for discovery and use of these 
sequences and positional information. In each case, a set of functional site 
sequences, and/or positions in the human genome are loaded into a computer and 
stored, in volatile memory, short-term erasable memory and/or long term non- 
20 erasable media. A program is loaded into the computer that parses through the 
set of sequences and/or genomic positions. For each parse, the computer makes 
a decision having biological or biochemical relevance. For example, one type of 
decision is to determine whether a parsed sequence is similar to (homogenous to) 
a known functional site sequence such as a known promoter or so-called 
25 "enhancer" sequence. The computer may look for strict equivalency in sequence 
of course but in many embodiments the computer will examine for a minimum 
percent homology or other correspondence as is known in this art. By way of 
example, if a segment of a sequence of about 15, 20, 30, 50, 75, 100, or 200 
bases of those shown in Table 1 is at least 70%. 75%. 80%, 85%, 90%. 95%, or at 



104 



wo 03/106635 



PCT/US03/18714 



least 97% identical to a reference known functional site sequence, the computer 
will store the correspondence infornnation or match in memory for use later by a 
program or for display to the computer operator in most embodiments, the 
computer will store selections in memory and later transmit a set of selections by 
5 electronic transfer to a permanent medium such as an optical or magnetic disk or 
by electronic transmission. 

The invention further includes the information gathered by the 
previously described computer programs, including, for example, the genomic 
position of identified sequences. Such information includes data and data sets in 

10 both printed and computer-readable format. Thus, the invention provides 
computer readable medium comprising a plurality of nucleic acid sequences 
identified as functional sites. The data may be further defined or classified to 
include functional sites associated with specific ceils or tissues, diseases, 
chromosomes, transcription factors, or chromatin structure or modification, for 

15 example, indeed, the skilled artisan would readily appreciate that data or 

computer-readable medium containing functional site sequences from any cell of 
interest, including for example, a cell treated with a drug or drug candidate, is 
contemplated by the invention and of value in identifying genes and gene 
regulation associated with the cell. 

20 E. PHARMACOGENOMICS 

A further use for the functional sites of the invention Is for evaluating 
differential efficacy of or tolerance to a treatment in a subset of patients who differ 
in genotype with respect to one of more functional sites listed in Table 1 . The 
patient can be human or non-human, for example a rat, mouse, dog, cat, or non- 
25 human primate. 

The patient can differ in genotype of a functional site relative to the 
sequence listed in Table 1 in either a single allele or in both alleles of the functional 
site. 
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In certain embodiments, the stratification is based on one or more 
poiymorpiiisms in a singie functional site. In other embodiments, the stratification 
is based on one or more polymorphisms in two or more functional sites. The two 
or more functional sites can be selected on the basis of their association with a 
5 single gene involved in a disease state, or their association with two or more genes 
involved in a disease state. 

Thus, the patient stratification methods of the present invention allow 
the identification of selecting a suitable dosage level and/or frequency of 
administration, and/or mode of administration of a compound for a patient's 

10 regulotype with respect to one or more of the functional sites listed in Table 1 . The 
method of administration can be selected to provide better, preferably maximum 
therapeutic benefit. 

The functional site alleles or polymorphisms that can serve the basis 
for stratification of patients can be an insertion, deletion, substitution, or a 

15 combination of two or more of the foregoing relative to the functional site reference 
sequence provided in Table 1 herein. 

In preferred embodiments, the correlation of patient responses to 
therapy according to patient's functional site genotype is carried out in a clinical 
trial. Alternatively, the information from clinical trials previously conducted can be 

20 reassessed if the patients' functional site genotypes can be evaluated. Thus, for 
example, patients may be stratified by genotype and the response rates in the 
different groups compared, or patients may be segregated by response and the 
genotype frequencies in the different responder or nonresponder groups 
measured. One or more functional site polymorphisms may be studied. 

25 Stratification of patients in clinical trials according to the methods of 

the invention can result in the identification of a subset of patients with enhanced 
or diminished response or tolerance to a treatment method or a method of 
administration of a treatment where the treatment is for a disease or condition in 
the patient, 
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The method involves correlating one or more polymorphisms in one 
or more functional sites in Table 1 in a plurality of patients with response to a 
treatment or a method of administration of a treatment for a disease with which the 
functional sites are associated. The correlation may be performed by determining 
5 the one or more polymorphisms in the plurality of patients and correlating the 
presence or absence of each of the polymorphisms (alone or in various 
combinations) with the patient's response to treatment. A positive correlation 
between the presence of one or more polymorphisms and an enhanced response 
to treatment is indicative that the treatment is particularly effective in the group of 

10 patients having those functional site polymorphisms. A positive correlation of the 
presence of the one or more functional site polymorphisms with a diminished 
response to the treatment is indicative that the treatment will be less effective in 
the group of patients having those variances. Such information is useful, for 
example, for selecting or de-selecting patients for a particular treatment or method 

15 of administration of a treatment, or for demonstrating that a group of patients exists 
for which the treatment or method of treatment would be particularly beneficial or 
contra-indicated. Such demonstration can be beneficial, for example, for obtaining 
government regulatory approval for a new drug or a new use of a drug. 

The methods of the present invention encompass identifying a first 

20 patient or set of patients suffering from a disease or condition whose response to a 
treatment differs from the response (to the same treatment) of a second patient or 
set of patients suffering from the same disease or condition, and then determining 
whether the occurrence or frequency of occurrence of at least one functional site 
polymorphism that differs between the first patient or set of patients and the 

25 second patient or set of patients. A correlation between the presence or absence 
of functional site polymorphism and the response of the patient or patients to the 
treatment indicates that the polymorphism correlates with patient response. In 
general, the method will involve identifying at least one polymorphism in at least 
one functional site that correlates with a patient's response to a treatment. 
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The methods of the invention can utilize a variety of different 
informative comparisons to identify correlations. For example a plurality of pairwise 
comparisons of treatment response and the presence or absence of at least one 
functional site polymorphisms can be performed for a plurality of patients. 
5 Likewise, the methods can involve comparing the response of at least one patient 
homozygous for at least one functional site polymorphism with at least one patient 
homozygous for the alternative form of that polymorphism. The method can also 
involve comparing the response of at least one patient heterozygous for at least 
one functional site polymorphism with the response of at least one patient 

10 homozygous for the at least one functional site polymorphism. Preferably the 

heterozygous patient response is compared to both alternative homozygous forms, 
or the response of heterozygous patients is grouped with the response of one 
class of homozygous patients and said group is compared to the response of the 
alternative homozygous group. 

15 In an another related aspect, the invention provides a method for 

identifying a patient for participation in a clinical trial of a therapy for the treatment 
of a disease listed in Table 1 . The method involves determining the genotype or 
haplotype of a patient's one or more functional sites associated with the disease. 
Patients with eligible genotypes are then assigned to a treatment or placebo group, 

20 preferably by a blinded randomization procedure. In preferred embodiments, the 
selected patients have two copies of the reference functional site sequence listed 
in Table 1 , one copy of the reference functional site sequence listed in Table 1 and 
one copy of a different allele, or two copies of a functional site allele that differ in 
sequence relative to the functional site reference allele listed in Table 1. These 

25 two copies can be of the same or of different alleles. Regardless of the specific 
tools used to group alleles, the trial would preferably test for a statistically 
significant difference in response to a treatment between two groups of patients 
each defined by their functional site genotype. Said response may be a desired or 
an undesired response. In a preferred embodiment, the treatment protocol involves 
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a comparison of placebo vs. treatment response rates in two or more genotype- 
defined groups. For example a group with no copies of a functional site allele may 
be compared to a group with two copies of the functional site allele, or a group with 
no copies may be compared to a group consisting of those with one or two copies 
5 of the functional site allele. In this manner different genetic models (dominant, co- 
dominant, recessive) for the transmission of a treatment response trait can be 
tested. Alternatively, statistical methods that do not posit a specific genetic model, 
such as contingency tables, can be used to measure the effects of an allele on 
treatment response, 

10 In another preferred embodiment, patients in a clinical trial can be 

grouped (at the end of the trial) according to treatment response, and statistical 
methods can be used to compare functional site allele (or genotype or haplotype) 
frequencies in two groups. For example responders can be compared to 
nonresponders, or patients suffering adverse events can be compared to those not 

15 experiencing such effects. Alternatively response data can be treated as a 

continuous variable and the ability of functional site genotype to predict response 
can be measured. In a preferred embodiments, patients who exhibit extreme 
phenotypes are compared with all other patients or with a group of patients who 
exhibit a divergent extreme phenotype. For example if there is a continuous or 

20 semi-continuous measure of treatment response, then the 1 0% of patients with the 
most favorable responses could be compared to the 10% with the least favorable, 
or the patients one standard deviation above the mean score could be compared 
to the remainder, or to those one standard deviation below the mean score. One 
useful way to select the threshold for defining a response is to examine the 

25 distribution of responses in a placebo group. If the upper end of the range of 

placebo responses is used as a lower threshold for an "outlier response" then the 
outlier response group should be almost free of placebo responders. This is a 
useful threshold because the inclusion of placebo responders in a "true response 
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group decreases the ability of statistical metliods to detect a genetic difference 

between responders and nonresponders. 

The present invention encompasses stratifying patients for hunnan 

clinical trials. The trial can be a phase I, phase II, phase III or phase IV clinical 
5 trial. In other embodiments, invention encompasses practicing the present 

methods on non-human animals in pre-clinical trials, most preferably non-human 

mammals, including but not limited to non-human primates, rodents (mice, rats), 

cats, dogs, pigs, etc. 

As used herein, the term "stratification" refers to the creation of a 
10 distinction between patients on the basis of a characteristic or characteristics of the 

patient. Generally, in the context of clinical trials, the distinction is used to 

distinguish responses or effects in different sets of patients distinguished according 

to the stratification parameters. For the present invention, stratification preferably 

includes distinction of patient groups based on the presence or absence of 
15 particular polymorphisms in one or more functional sites. The stratification may be 

performed only in the course of analysis or may be used in creation of distinct 

groups or in other ways. 

Other parameters that may be assessed in parallel with functional 

site-based stratification include gender, race, ethnic or geographic origin 
20 (population history) or other demographic factors. In certain embodiments, gene 

expression profiling (e.g., the use of "signature" gene expression profiles 

associated with a particular disease) is used in parallel with or prior to functional 

site-based stratification. 



EXAMPLES 



25 OVERVIEW 

Libraries of functional sites were constructed. To this end nuclei were 
treated with DNasel under conditions which ensured that cutting occurred with 
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high preference for the DNasel-hypersensitive sites over the genomic baclcground. 
DNA was isolated using techniques to reduce the introduction of random 
breakages during purification of the DNA. This material represented genomic DNA 
which had been preferentially modified (by introduction of a double-stranded cut) at 
5 hypersensitive sites. 

The approach for library construction was to create subtractlve 
libraries: a population of Reference DNA molecules (enriched in hypersensitive 
sequences) were hybridized to a population of an excess of biotinylated 
Subtractant DNA molecules (depleted in hypersensitive sites). For the two types of 
0 libraries described (PS005 and PS008) there were different protocols for the 
creation of the Subtractant DNA. Following hybridization the DNA duplexes which 
were non-biotlnylated were Isolated. These were homoduplexes of Reference DNA 
and following PGR amplification were cloned to create the libraries. PS005 libraries 
cloned the PGR fragments directly. To create the PS008 libraries the PGR 
products were first digested with NIalll and then cloned into the SphI site of the 
vector pGEM5z. 

A sample of sequences were tested by quantitative Real-time PGR to 
determine whether or not the genomic location described was indeed a functional 
AGE. The method used is desrcibed below and an example of a confirmed DNasel 
hypersensitive site chosen from a library is shown in Figure 1 . 

Overview of preparation of Reference DNA 

Double stranded breakpoints were repaired by treatment with T4 
DNA polymerase to create an homogenous population of ends (being blunted). 
These were subsequently treated with Taq polymerase in the presence of dNTPs 
to add an 3' dA overhang. This facilitated the ligation of a biotinyalted adaptor. 
Following digestion of the genomic DNA with NIaill the biotinylated fragments were 
captured and represented a population enriched for those sites associated with the 
DNA breakpoints. The captured DNA fragments were ligated to an adaptor with a 
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compatiable NIalll site. As such the fragments could be be released from the Dynal 
beads (paramagnetic strepavidin-coated beads used to Isolate the biotln- 
containing DNA) by NotI digestion (a recognition site for which enzyme had been 
engineered into one of the adaptors). This DNA constituted the Reference DNA 
5 and an overview of its production is shown in Figure 2. 

Overview of preparation of the PS005 Subtractant DNA 
DNA from DNasel-digested nuclei was digested to completion with 
NIalll. On restriction his enzyme generates a four nucleotide 3' overhang which'ls 
refractive to digestion by Exonuclease III. The dA overhang, which marks a DNA 

1 0 breakpoint, is a substrate for digestion by Exonuclease III. Hence treatment of the 
sample with Exonuclease ill will convert double stranded fragments containing a 
dA overhang to single stranded DNA. In an additional step this is degraded by 
treatment with Mung Bean Nuclease. Recovered DNA is then blotinylated by 
addition of a biotinylated-ddUTP by the action of Terminal Transferase and 

15 chemical modification with Photobiotin. As such the DNA is depleted in 

hypersensitive sites and blotinylated and is used as the Subtractant DNA for the 
creation of PS005. A general scheme for the production of Subtractant DNA is 
shown in Figure 3. 

Overview of preparation of the PS008 Subtractant DNA 

20 This procedure Is similar as above with the exception that Instead of 

DNA from DNasel-digested nuclei digestion with NIalll four allquots of the DNA 
are formed and each is digested with either PstI, SphI, Nsil or Sacl. These 
enzymes also produce ends refractive to Exonuclease III digestion. The pools are 
combined and treated with Exonuclease III and Mung Bean Nuclease and 

25 blotinylated as described above to create the PS008 Subtractant DNA. A general 
scheme for the production of Subtractant DNA is shown in Figure 3. 
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Subtraction process 

The hybridization conditions used are those previously described for 
the creation of subtractive cDNA libraries (Diachenko et al., 1996. PiVIID: 
8650213). 

5 MATERIALS AND METHODS 

Two sets of subtractive genomic libraries (refered to as PS005 and 
consisting of the libraries PS001 to PS005 inclusive, and PS008 consisting of the 
libraries PS006 to PS011 ) enriched In ACEs Were created and validated. They 
shared the same protocol for creation of Reference DNA and the Subtraction step. 
10 These steps are described in generic protocols. Library construction differed In the 
preparation of Subtractive DNA and the final cloning, these protocols are described 
Independently for each library type. 

Growth of tissue culture cells and isolation of nuclei 

Human K562 chronic myeloid leukemia cell lines were obtained from 
16 ATTC and grown in RPMI supplemented with 10% FBS, PenStrep, L-glut, and 
NaPyr to a cell density of -5X10^ cells/ml. For nuclei preparation cells were spun 
at 500 X g for 3 minutes, resuspended in 25ml of PBS, washed once in 25mi PBS 
and the pellet resuspended briefly in 25ml of buffer A (Reltman et al. 1993) 
containing 1% NP40. Nuclei were then spun at lOOOg for 3 min, washed once in 
20 buffer A without NP40, and resuspended in at a concentration of 1 X 1 0^ nuclei/ml. 
All nuclei preparation steps were done at4°C. 

Treatment with DNasel and harvesting genomic DNA 

K562 cells were grown to confluence (5x10^ ceils per cubit milliliter 
as assayed by hemocytometer). Nuclei were prepared from a suitable volume 
25 (e.g., 100ml) and nuclei were prepared as described (Reitman et al IVICB 13:3990). 
Briefly, Nuclei were resuspended at a concentration of 8 OD/ml with 10 microliters 
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Of 2 U/microliter DNasel [Sigma] at 37*^0 for 3 min. The DNA was purified by 
plienol-cliioroform extractions and dialysed into two clianges of TE buffer for 2h 
and overnight. The DNA was repaired in a 100 microliter reaction containing 10 
microgram DNA and 6 U T4 DNA polymerase (New England Biolabs) in the 
5 manufacturer's recommended buffer and incubated for 15 min at 37°C and then 15 
min at 70°C. 1.5 U Taq polymerase (Roche) was added and the incubation 
continued at 72°C for a further 10 min. The DNA was recovered using a Qiagen 
DNEasy Clean-up Kit and the DNA eluted in 50 microliter of 10 mM Tris.HCI, 
pH8.0 

10 Creation of Reference DNA for Subtractive libraries 

Nuclei were prepared from K562 cells and resuspended at various 
amounts (1- 16 U) of DNasel [Sigma] at 37°C for 3 min as described above. The 
DNA was purified by phenol-chloroform extractions and purified by extensive 
dialysis. The DNA was repaired in a 100 |liI reaction containing 10 |Lig DNA and 6 U 

15 T4 DNA polymerase (New England Biolabs) in the manufacturer's recommended 
buffer and incubated for 1 5 min at 37°C and then 1 5 min at 70X. 1 .5 U Taq 
polymerase (Roche) was added and the incubation continued at 72*'C for a further 
10 min. The DNA was recovered using a Qiagen PCR Clean-up Kit and the DNA 
eluted in 50 |liI of 10 mM Tris.HCI, pHS.O. The DNA was mixed in a 100 iiil reaction 

20 volume containing 50 pmol of PS003 adapter (created by annealing equimolar 

amounts of the following oligonucleotides 5 -Biotin-TTA TGC GGC CGC TAT GTG 
TGC AGT-3'f and 5'-Phosphate-CTG CAC ACA TAG CGG CCG CAT AGG-3\ 
and 40 U T4 DNA ligase (New England Biolabs) in the manufacturer's 
recommended buffer for 16 h at4°C, 

25 The reaction was incubated at 65X for 20 min before the DNA was 

isopropanol precipitated in the presence of 0.3 IVI NaOAc and after ethanol 
washing resuspended in 20 ^tl TE buffer (10 mM Tris.HCI, 1 mM EDTA, pHS.O). 
The DNA was digested in a 50 inl reaction volume containing 20 U Hsp92 II 
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(Promega) in the manufacturer's recommended buffer by incubation at 37°C for 2 
h, after whicli a further 20 U of enzyme was added and the incubation continued 
for 1 h and then heated to 72°C for 15 min. The DNA was captured on l\/l-270 
Dynal beads as per manufacturer's instructions. The beads were finaily washed in 
5 200 fxl of ligation buffer before capture and resuspension in a 100 reaction 

volume containing 50 pmol of Hsp adapter (made by annealing equimolar amounts 
of the oligonucleotides HSpf 5'-GCG TAG TOG GAG TGG GTA TAG ATG ATG-3' 
and HSpr 5'-Phosphate-ATC TAT AGG GAG TGG GAG TAG GC-3' supplemented 
with 6 U T4 DNA ligase (New England Biolabs) in the manufacturer's 

10 recommended buffer and incubated at 16°C for 16 h. The reaction was heated to 
65°C for 15 min prior to capture of the beads. The beads were washed in 1 x 
NEBS buffer (New England Biolabs) and then resuspended in a reaction volume of 
100 ^1 of the same buffer supplemented with 40 U Not\ (New England Biolabs) and 
incubated for ST^'C for 1 hour with occasional mixing, after which the beads were 

15 captured and the supernatant retained. The beads were washed once and the 
resultant supernatant combined with the first and isopropanol precipitated in the 
presence of 20 |Lig glycogen and 0.3 M NaOAc. After ethanol washing the DNA 
was resuspended in 10 |il of 10 mM Tris.HCI, pHS.O. This DNA is then resen/ed as 
the Reference population. 

20 Creation of Subtractant DNA for PS005 Subtractive Libraries 

DNA was prepared from K562 nuclei that had been treated with 
DNasel as above but with higher concentrations. Ten ^ig of DNA were digested in 
four separate reactions with New England Biolabs Malll as per the manufacturer's 
instructions. The reactions were pooled, heat-inactivated and extracted with phenol 
25 before precipitating with ethanol and resuspension in 10 |liI of TE. 10 |ug digested 
DNA was digested in a 75 )al reaction volume supplemented with 400 U 
exonuclease III (Promega) in the manufacturer's recommended buffer for 25''C for 
3 min. The reaction was supplemented with 225 iil buffer containing 30 ^1 Promega 
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10 X Mung Bean Nuclease buffer and 200 U Mung Bean Nuclease and incubated 
for a further 25 min. The reaction was stopped by the addition of 30 \x\ Stop buffer 
(300 mM Tris.HCI, 50 mM EDTA, pHS.O) and 33 pil 3 M NaOAc. The reaction was 
extracted with phenol and ethanol precipitated and resuspended in 22 |liI TE buffer. 
5 The DNA was treated in a 40 \x\ reaction volume supplemented with 5 mM CoCb, 
25 |LiM ddUTP-Biotin (Roche) and 25 U Terminal transferase (Roche) for 15 min at 
37°C before ethanol precipitation in the presence of 20 ^iM EDTA and 0.8 M LiCL 
The DNA was resuspended in 10 nl TE buffer. The DNA was then additionally 
labeled with Photobiotin as per the manufacturer's directions. 10 |liI of the DNA 
10 solution was mixed with 10 juil of photobiotin and after exposure to the UV source 
for 1 5 min 30 |uil of TE was added and the reaction treated with a Roche G-50 spin 
column followed by extraction with 2 x water-saturated butanol. The DNA was 
ethanol precipitated and resuspended in 10 |liI water. This DNA was retained as 
the PS005 Subtractant population. 

15 Creation of Subtractant DNA for PS008 Subtractive Libraries 

DNA was prepared from K562 nuclei that had been treated with 
DNasel as above but with higher concentrations. Ten |j,g of DNA were digested in 
four separate reactions with New England Biolabs Psfl, Sph\, Nsi\ or Sac\ as per 
the manufacturer's instructions. The reactions were pooled, heat-inactivated and 

20 extracted with phenol before precipitating with ethanol and resuspension in 1 0 jnl of 
TE. 10 |i.g digested DNA was digested in a 75 \x\ reaction volume supplemented 
with 400 U exonuclease III (Promega) in the manufacturer's recommended buffer 
for 25°C for 3 min. The reaction was supplemented with 225 \x\ buffer containing 
30 ^1 Promega 10 x Mung Bean Nuclease buffer and 200 U Mung Bean Nuclease 

25 and incubated for a further 25 min. The reaction was stopped by the addition of 30 
Stop buffer (300 mM Tris.HCI, 50 mM EDTA, pHS.O) and 33 |al 3 M NaOAc. The 
reaction was extracted with phenol and ethanol precipitated and resuspended in 
22 |Lil TE buffer. The DNA was treated in a 40 iliI reaction volume supplemented 
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with 5 mM C0CI2, 25 |j,M ddUTP-Biotin (Roche) and 25 U Terminal transferase 
(Roche) for 15 min at 37°C before ethanol precipitation in the presence of 20 |j,M 
EDTA and 0.8 M LiCI. The DNA was resuspended In 10 p,! TE buffer. The DNA 
was then additionally labeled with Photobiotin as per the manufacturer's directions. 
5 1 0 |al of the DNA solution was mixed with 1 0 |liI of photobiotin and after exposure to 
the UV source for 15 min 30 i^l of TE was added and the reaction treated with a 
Roche G-50 spin column followed by extraction with 2 x water-saturated butanol. 
The DNA was ethanol precipitated and resuspended in 10 ^il water. This DNA was 
retained as the PS008 Subtractant population. 

10 Subtractlve Process 

One |Lil each of the Reference and Subtractant populations (for either 
PS005 or PS008) were mixed witii 5 |al of hybridization buffer (20 mM EPPS, 2 mM 
EDTA) and 1 i^l water and heated to QS^C for 2 min before 2 ^1 of 5 M NaCI was 
added and the reaction cooled to 40°C over 1 h. Then the reaction is incubated for 

15 40°C for 16 h. Following this incubation the reaction was captured on Dynal beads 
for 1 h at 37°C with occasional mixing. Following the capture the supernatant was 
retained and combined with the supematant generated by the following wash step. 
The DNA was ethanol precipitated from these fractions in the presence of 20 |j,g of 
glycogen and 0.3 M NaOAc following a phenol extraction. Aliquots of the DNA was 

20 used in a 50 ml reaction volume consisting of 1 x Roche Faststart Taq polymerase 
buffer supplemented with 200 mM dNTPs, 0.5 U Faststart Taq polymerase and 25 
pmol each of oligonucleotides PS003f and Hspf. The reaction was performed with 
the following program: 94C for 5 min. then 20 cycles of 94°C for 1 5 s, 60°C for 1 5 s 
and 72°C for 1 min, followied by 72°C for 5 min. then cooling to 4°C. 

25 Cloning of PS005 libraries 

The products from the PGR reaction following substraction of PS005 
Subtractant DNA from Reference DNA were cloned into pCRII-TOPO vector 
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(Invitrogen) as per manufacturer's instructions. Tlie iigation was transformed into 
DH10B cells. 

Cloning of PS008 libraries 

The products from the PGR reaction following substraction of PS008 
5 Subtractant DNA from Reference DNA were digested to completion by Mai II (New 
England Biolabs) and cloned into Sp/7l-digested pGEMSz vector (Promega) as per 
manufacturer's instructions. The ligation was transformed into DH10B cells. 

aPCR validation of libraries 

The proportion of cloned sequences which were coincident with 
10 hypersensitive sites was established by application of a quantitative Real-time 
PGR assay (McArthur etal., 2001). The reaction is performed following treatment 
of nuclei with DNasel the genomic DNA is purified and used as a template in a 
qPCR reaction. Primers are designed to amplify similarly sized test amplicons and 
the progress of the amplification is followed by measuring the accumulation of 
1 5 signal from the double stranded DNA-specific fluorescent dye SYBR green. The 
Real-time PGR system measures this increase in flourescence as a function of 
cycle number and from the resultant amplification profile calculates the number of 
cycles of PGR needed to amplify the product above a fixed threshold. Every 
sample tested is ran synchronously with an undigested template DNA. The number 
20 of copies of the test amplicon are normalised with the number of copies of a 
refernce amplicon- designed in a DNasel insensitive region of the genome. A 
digestion profile is generated by calculating the relative loss of a test amplicon 
across a series of DNasel digestion conditions and expressing the loss relative to 
the number copies present in a non-digested sample (set at 100%), 
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Assessing DNasel-hvpersensltivitv bv Quant itative Real-time 
PGR 

Analysis was performed on candidate sequences to determine 
relative copy number loss in a DNasel-digested sample using quantitative Real- 
5 time PGR based on principles previously described (McArthur et al., 2001 ). A 1 5|aL 
real-time quantitative PGR reactions was aseembled using 0.9|j,M forward and 
reverse primers, 30 ng template DNA (untreated or Dnasel-treated ) and master 
mix composed of IX FastStart buffer (Roche), 200nM of each dATP, dGTP, dGTP, 
dTTP, SmIVl MgCb and FastStart Taq DNA polymerase (0.033 U/^L). The reaction 

10 mixture was supplemented with 0.33X SYBR green I stain and 300 nM 6-ROX 

(Molecular Probes, Eugene, OR) to detect the accumulation of PGR product during 
amplification and normalize fluorescence intensity, respectively. All qPGR 
reactions were set up robotically with a Biomek FX (Beckman, Fullerton, GA). 
Samples were run in triplicate on individual 384-well plates, and thermalcycled with 

15 an ABI 7900HT Sequence Detection System (Applied Biosystems, Fester Gity, 
CA). Normalized fluorescence data were exported using the ABI SDS software 
(v2.0). An amplification curve and Nth-order polynomial fit was then computed for 
each reaction. Cycle threshold (Gt) values were then determined for each cun/e. 
The amplification efficiency of a reference amplicon selected from the inactive and 

20 DNase-insensitive Rhodopsin locus (3q21 -q24) was determined empirically for 
every reaction plate using a standard dilution series of DNA and the equation E = 
.|Q-i/siope i^Qp derived the efficiency of each test amplicon is from the slope of 
the linear region of the amplification curve. Efficiency corrections were then 
performed on all test amplicons with respect to the reference amplicon, following 

25 which we calculated relative copy number differences using the comparative Ct 
method (Livak et al., 2001, en TD. Analysis of relative gene expression data using 
real-time quantitative PGR and the 2(-Delta Delta G(T)) Method. Methods 25:402- 
8) . Melting curve analysis was conducted for each amplicon to discard those 
yielding multiple products. Efficiency-con-ected Ct values were then used to 
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compute a relative copy number ratio by applying tlie formula 2 or 2'^ 

-reference) -calibrator (target-reference)] Relative DNaSOl Sensitivity ratiOS (=relative COpy 

ratios) were thus obtained. Ratios < 1 are indicative of relative copy loss due to 
preferential cleavage of chromatin by DNasel. 
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The present invention is not to be limited in scope by tlie specific 
embodiments described lierein. Indeed, various modifications of tlie invention in 
addition to those described herein will become apparent to those skilled in the art 
from the foregoing description and accompanying figures. Such modifications are 
5 intended to fall within the scope of the appended claims. 

Various references, including patent applications, patents and 
publications are cited herein, the disclosures of which are incorporated by 
reference in their entireties. 
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CLAIMS 

1 . A method for stratifying a patient in a subgroup of a clinical trial for the 
prevention or treatment of a disease selected from the diseases listed in 
column 12 of Table 1 , comprising determining the genotype of a functional 
site listed for said disease in column 1 2 of Table 1 , and stratifying the 
patient in a subgroup of a clinical trial according to said genotype. 

2. An isolated polynucleotide comprising a sequence selected from the group 
consisting of: 

(a) a sequence provided In Table 1 ; 

(b) a complement of a sequence provided in Table 1 ; 

(c) a sequence consisting of at least 1 0 contiguous residues of a 
sequence provided in Table 1 ; 

(d) a sequence that hybridizes to a sequence provided in Table 1 or its 
complement, under moderately stringent conditions; and 

(e) a sequence having at least 75% identity to a sequence of Table 1 ; 
wherein said sequence is not flanked at its 5' end or its 3' end in said 
polynucleotide by greater than 200 nucleotides of sequences that are 
contiguous to said sequence in the human genome. 

3. The polynucleotide of claim 2, wherein said sequence is not flanlced at its 
5' end or its 3' end by greater than 100 nucleotides of sequences that are 
contiguous to said sequence in the human genome. 

4. The polynucleotide of claim 3, wherein said sequence is not flanked at its 
5' end or its 3' end by greater than 50 nucleotides of sequences tliat are 
contiguous to said sequence in the human genome. 
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5. The polynucleotide of claim 4, wherein said sequence is not flanked at its 
5' end or its 3' end by greater than 10 nucleotides of sequences that are 
contiguous to said sequence in the human genome. 

6. A vector comprising a polynucleotide of any one of claims 2-5. 

7. The vector of claim 6, wherein the polynucleotide is operabiy linked to an 
open reading frame. 

8. f The vector of claim 7, wherein the open reading frame encodes a reporter. 

9. The vector of claim 8, wherein the reporter is selected from the group 
consisting of: alkaline phosphatase, p-galactosidase, neomycin 
phosphotransferase, chloramphenicol acetyltransferase, dihydrofolate 
reductase, hygromycin phosphotransferase, beta-glucoronidase, green 
fluorescent protein, and luciferase genes, 

10. A host cell transformed or transfected with a vector according to claim 2. 

11. A host cell transformed or transfected with a ploynucleotide according to 
claim 2. 

12. An isolated polynucleotide comprising a plurality of polynucleotides of any 
one of claims 2-5. 

13. A non-human animal comprising a vector of claim 6. 

14. The animal of claim 13, wherein said animal is a mammal. 
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1 5. A cell or non-human organism in wliich a coding sequence tiiat is natively 
operably linked to a sequence provided in Table 1 is replaced by a 
different coding sequence. 
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